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The present invention relates to novel polyethylen glycol (PEG) conjugates of proteins. 

Various natural and recombinant proteins have medical and pharmaceutical utility. Once they have been 
purified, separated, and formulated, they can be parenterally administered for various therapeutic indica- 
tions. However, parenterally administered proteins may be immunogenic, may be relatively water insoluble, 
5 and may have a short pharmacological half life. Consequently, it can be difficult to achieve therapeutically 
useful blood levels of the proteins in patients. 

These problems may be overcome by conjugating the proteins to polymers such as polyethylene 
glycol. Davis et a!., U.S. Pat. No. 4,179,337 disclose conjugating polyethylene glycol (PEG) to proteins such 
as enzymes and insulin in order to result in conjugates where the protein would be less immunogenic and 
w would retain a substantial proportion of its physiological activity. Nakagawa, et al., U.S. Pat. No. 4,791,192 
disclose conjugating PEG to islet-activating protein to reduce its side-effects and immunogenicity. Veronese 
et al., Applied Biochem. and Biotech, 11:1 41 -152 (1985) disclose activating polyethylene glycols with phenyl 
chloroform ates to modify a ribonuclease and a superoxide dimutase. Katre et al. U.S. Pat. Nos. 4,766,106 
and 4,917,888 also disclose solubilizing proteins by polymer conjugation. PEG and other polymers are 
75 conjugated to recombinant proteins to reduce immunogenicity and increase half-life. See Nitecki, et al., U.S. 
Pat. No. 4,902,502, Enzon, Inc., International Application No. PCT/US90/02133, Nishimura et al., European 
Patent Application 154,316 and Tomasi, International Application Number PCT/US85/02572. King et al.. Int. 
Archs. Allergy appl. Immun. 66, 439-446 (1981) describes a method for linking proteins to PEG by using O 
(RO-PEG)-S-carboxamidometFTyl-dithiocarbonate intermediates. 
20 Previous methods of forming PEG-protein conjugates and the conjugates which result from said 
methods present several problems. Among these problems is that certain methods of forming these protein- 
PEG conjugates may inactivate the protein so that the resulting conjugates may have poor biological 
activity. In addition, certain linkers utilized in forming these PEG-protein conjugates may be susceptible to 
in vivo hydrolytic cleavage. When such cleavage occurs after administration, these conjugates lose the 
25 beneficial properties provided by PEG. 

The present invention provides novel PEG-protein conjugates through the use of unique linkers which 
connect the various free amino groups in a protein to PEG which circumvent the problems associated in the 
formation of conjugates of a protein with PEG. 

In particular the present invention provides a physiologically active conjugate of a protein of the formula 
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wherein R 1 is lower alkyl; R 2 is -O- or -NH-; R 3 is =N-R*, =S or = 0; R* is lower alkyl or cycloalkyl; m and 
40 n are selected from integers £ 1 in a way that the conjugate has at least a portion of the biological activity 
of the non conjugated protein; 

with the proviso that when R 2 is -0-, R 3 is other than =N-R 4 ; 

that when R 2 is -O- and R 3 is =0 the protein is interferon-alpha, interleukin-1 or interleukin-1ra and that 
when R 2 is -O- and R 3 is = S the protein is not antigen E from ragweed pollen or bovine plasma albumin. 
45 More specifically, the present invention provides protein conjugates of the formulas: 
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wherein R\ R\ m, n and the protein are as above. 

In accordance with the present invention, we have also provided for the first time the protein interleukin- 
1 receptor antagonist (IL-1ra) and interleukin-1 (IL-1) conjugated to PEG. 

In accordance with this invention, the conjugate of a protein of formula I is produced by condensing 
activated PEG, viz. PEG wherein one hydroxy group has been replaced by an activated linker, with one or 
more of the free amino groups in the protein. The activated PEG compounds used to produce the conjugate 
have the following formulas: 
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II- A R l (XCR 2 CH 2 0)ir CH 2 CH 2 -N= C = N-R 4 
II-B R l O(CH 2 CH 2 0\r CH 2 CHi— O — C — ^ " 




II-C F^CXO^CHp)- CH 2 CH 2 -NH — C ~ 
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II-D R l O(CH 2 CH 2 0) n -CH 2 -CH 2 —N =C=S 
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wherein R 1 is lower alkyi, R 4 is lower alkyl or cycloalkyl, and R s is lower alkyl or H and n is an integer of 
from 1 to 1000. 

In accordance with this invention, by using the activated PEG compound of formula ll-A, Il-B, ll-C, ll-D, 
ll-E, ll-F or ll-G to produce the conjugates, a linking bond between the free amino groups in the protein and 

40 the PEG is formed so that the resulting conjugate retains at least a portion of the biological activity of the 
protein while reducing its immunogenicity. In addition, the linkage groups formed in the conjugate of this 
invention through the use of any one of the activated polyethylene glycols of formulae ll-A through ll-G 
produces a protein conjugate which is not readily susceptible to in vivo hydrolytic cleavage and is not 
subject to many of the disadvantages present in the PEG protein conjugates of the prior art. 

45 In accordance with this invention, R 1 and R 5 can be any lower alkyl, preferably methyl. The term lower 
alkyl designates lower alkyl groups containing from 1 through 6 carbon atoms, such as methyl, ethyl, n- 
propyl, isopropyl, etc. Generally the preferred alkyl group is a lower alkyl group containing from 1 to 4 
carbon atoms with methyl being most preferable. 

In accordance with this invention, m and n can be selected from any integer £ 1 in a way such that the 

so resulting conjugate of a protein has at least a portion of the biological activity of the protein which forms the 
conjugate. It is apparent that the sum of n and m is inversely proportional to the amount of biological 
activity of the protein which is retained by the conjugate. The numerical value of n relates the number of 
ethylene glycol units in the polyethylene glycol which form the conjugate and is between 1 and 1000. The 
term m relates to the number of free amino groups contained by the protein which is reacted with the 

55 activated PEG. Preferably the value of m is in the range of 1 to 5 with 1 being the most preferred one. The 
higher the value of m + n, the higher is the molecular weight of the conjugate. The molecular weights of 
the polyethylene glycol polymers of formulae ll-A to ll-G and of the protein conjugates of formulae I and l-A 
to l-E can be easily determined by a person skilled in the art. From the molecular weights determined the 
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values of m and n can be deduced. The term protein comprises on the one hand polypeptides and on the 
other hand physiologically acceptable addition salts. 

When the compound of any one of formula ll-A through Il-G is reacted with the protein and the protein- 
contains more than one free amino group, the conjugate may be produced as a mixture of various protein 
5 PEG conjugates. In cases where the protein contains two free amino groups, the activated PEG can react 
both with one of the free amino groups and with both of the free amino groups. In this situation the mixture 
contains one conjugate formed where two free amino groups are reacted with PEG and a second conjugate 
formed where only one free amino group is reacted with PEG. Since the various conjugates in this mixture 
have different molecular weights, these conjugates can be separated by conventional methods such as 
;o chromatography. To determine if m and n have been selected properly, the separated conjugates can be 
screened for biological activity by the same means used to screen the parent protein to determine if the 
conjugate still retains a portion of the biological activity of the protein used to form the conjugate. In this 
manner, the numbers m and n can be adjusted in any desired manner to provide the desired activity. 

In accordance with the preferred embodiment of this invention m and n are any integer so that 
75 molecular weight of the conjugate, excluding the weight of the protein, is between approximately 300 to 
approximately 30,000 daltons. In accordance with the preferred embodiment, m is 1. Where m is 1, this 
conjugate can be obtained even when there are two or more free amino groups. The activated PEG 
compound will react first with one of the free amino groups contained within the protein groups. By 
regulating the concentration of the reagents such as the protein, and reaction conditions, in accordance with 
20 standard methods of amine condensation, one can regulate the degree of pegylation of the free amino 
groups contained within the protein. In proteins containing one or more free amino groups, where one of the 
free amino groups is more reactive than the other amino groups, conditions may be selected so that the 
protein is reacted with the activated PEG compound to form the compound of formula I where m is 1. Other 
free amino groups contained within amino acids which form the protein may be subsequently reacted with 
25 the PEG by allowing the condensation reaction to proceed longer or by utilizing other stronger conditions. In 
accordance with a preferred embodiment where m is 1 , n is any integer so that the polyethylene glycol 
which forms the conjugate has a molecular weight of from 300 to 30,000 daltons corresponding to n in 
being approximately 6 to 680. More preferably n is about 28, 112 and 225 corresponding to molecular 
weights of 1325, 5000 and 10000 respectively, with n being in the region of 112 as the most preferred one. 
Characterizing the polyethylene glycol polymer by molecular weight is preferred over designating the self 
repeating units in the PEG polymer with the integer n due to the potential inhomogeneity of the starting 
PEG compounds which are usually defined by their avarage molecular weight and not their self-repeating 
units. The starting PEG compounds of various molecular weights can be prepared by methods known in the 
art or can be obtained from commercial suppliers. 

In case the values of m and n obtained by determination of the molecular weights are not integers (as 
will generally be the case), there values have to be rounded up or off in the usual way. 

Where R 4 is lower alkyl, R 4 can be any lower alkyr group containing from 1 to 6 carbon atoms such as 
defined above. When R 5 is cycloalkyl, R s is preferably a cycloalkyl group containing from 3 to 7 carbon 
atoms such as cyclopropyl, cyclopentyl, cyclobutyl, and cyclohexyl. The preferred cycloalkyl group is s 
cyclohexyl. 

The title compounds of each of the following Examples are named in accordance with IUPAC 
nomenclature. However, these compounds may also be named as follows: 

Examples 1, 2, 3, and 4: 

Alpha-[2-[[cyclohexylcarbonimidoyl)-amino]ethyl]-omega-methoxypoly(oxy-1,2-ethanediyl) is alternatively 
named alpha-f2-[[(cyclohexylamino)methylene]amino]ethyl]omega-methoxypoly-(oxy-1,2-ethanediyl). 

Examples 1A, 1a, and 1d: 

Alpha-(2-chloroethyl)-omega-methoxypoly(oxy 1,2-ethanediyl) is alternatively named alpha-methoxy-omega- 
(2-chloroethyl)poly(oxy-1,2-ethanediyI). 

Examples 1B, 1b, and 1e: 

Alpha-(2-azidoethyl)-omega-methoxypoly(oxy-1,2-ethanediyl) is alternatively named alpha-methoxy-omega- 
(2-azidoethyl)poly(oxy-1 ,2-ethanediyl). 
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Examples 1C, 1c, and 1f: 

Alpha-(2-aminoethyl)-omega-methoxypoly(oxy-1,2-ethanediyl) is alternatively named alpha-methoxy-omega- 
(2-aminoethyl)poly(oxy-l ,2-ethanediyl). 
5 Examples 11, 11a. 11b, 12, 12A, and 13-17: Alpha-methyl-omega-[2-[[(2-pyridinyloxy)carbonyl]amino]- 
ethoxy]poly(oxy-1 ,2-ethanediyl) is alternatively named alpha-[2-[[(2-pyridinyloxy)carbonyl]amino]ethyl]- 
omega-methoxypoly(oxy-1 ,2-ethanediyl). 

Examples 18, 18a, 19, 19A, 20, 20A, 21, and 22: 

to 

Alpha-[(2-pyridinyloxy)carbonyl]omega-methoxypoly(oxy-1,2-ethanediyl) is alternatively named alpha- 
methyl-omega[2-t[(2-pyridinyloxy)carbonyl]oxy]-ethoxy]poly(oxy-1 ,2-ethanediyl). 

Examples 23-27: 

75 

Alpha-[2-(isothiocyanato)ethyl]-omega-methoxypoly(oxy-l ,2-ethanediyl) is alternatively named alpha- 
[methoxy-omega-[2-(isothiocyanato)ethyl]poly(oxy-1 ,2-ethanediyl). 



Alpha-[(2-pyridinyloxy)thiocarbonyl]-omega-methoxypoly(oxy-1 ,2-ethanediyl) is alternatively named alpha- 
methyl-omega-[2-[[(2-pyridinyloxy)thiocarbonyl]oxy]ethoxy]-poly(oxy-1,2-ethanediyl). 

The present invention also comprises the process for the preparation of the PEG-protein conjugates of 
the general formula I or formulae l-A through l-E which process comprises reacting one of the activated 
25 compounds of the general formulae 
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wherein R\ R* and n are as defined above, with a free amino group of a protein or a salt thereof and 
isolating the protein conjugate from the reaction mixture. 
30 In particular, the synthesis of the individual PEG derivatives to be coupled with a protein as well as their 
reaction with the protein can be performed as described in the following paragraphs and in the Examples 

To produce the protein conjugate wherein R 2 is -IMH-, and R 3 is =N-R\ (the compound of formula l-A) 
the following reaction scheme may be employed: 
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R 1 0(CH 2 CH 2 0) n CH 2 CH2-OH 



SOXi 



R 1 0(CH 2 CH 2 0) D CH 2 CH 2 X 



NaN 3 , DMF 



w 



R 1 0(CH 2 CH 2 0) n CH 2 CH 2 NH 2 ■« H 2 



R 1 0(CH 2 CH 2 0) n CH 2 CH 2 N 3 



75 



20 



r 4 -N=C=S 



H f H 

R 1 0(CH 2 CH 2 0) n eH 2 CH 2 N -C N-FT 



25 



m 



30 



35 



40 



H H 



R 1 0(CH 2 CH 2 0) n CH 2 CH 2 N-6 N-Ff (C fi H ^ P ' CC1 4» R^CCHjCHjO^^CH^C-N-Ft* 



in 



n a 



R 1 -0(CH 2 CH 2 0) n -CH 2 CH 2 // Y 

NR 4 



H H 

N N 4- protein 



I-A 



m 



wherein R\ R 4 , n, rn and the protein are as above, 

45 In the reaction scheme, the hydroxyl group at the end of the PEG molecule is converted to a halogen 
group by conventional means such as by treatment with a thionyl halide. The resulting PEG halide is 
converted to an azide by conventional means such as by treatment with sodium azide. The PEG azide can 
then be converted to an amine by conventional means such as hydrogenation. The PEG-amine is then 
reacted with an alkyl or cycloalkyl isothiocyanate such as cyclohexylisothiocyanate to form the thiourea of 

so formula III which is then desulfurized by conventional means to form the compound of formula ll-A which 
contains the carbodiimide functional group. In converting the thiourea of formula III into the PEG car- 
bodiimide of formula IIA, the preferred desulfurizing agent is triphenylphosphine. 

The PEG carbodiimide of formula ll-A can then be condensed with a protein under any conventional 
conditions for condensing carbodiimides with amines. Generally this reaction is carried out in a standard 

55 aqueous buffer solution having pH of between 7 and 9 to produce the conjugate of formula I-A. The 
resulting condensation reaction may produce a mixture of PEG protein conjugates of various molecular 
weights depending upon the number of free amino groups within the protein and the time of the reaction. 
The PEG protein conjugates may then be separated into their individual components by conventional 
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methods such as high performance liquid chromatography or gel electrophoresis. 

To produce the protein conjugate where R 2 is -O and R 3 is =S (the compound of formula IB) the 
following reaction scheme can be employed. 
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wherein R 1 , m, n and the protein are as above, 

In this reaction a PEG is refluxed with 1 ,1-carbonothioylbis-2(1H).pyridinone in a high boiling hydrocar- 
bon solvent to produce the compound of formula ll-B. The compound of formula ll-B can be condensed with 
one or more of the free amino groups of the protein to produce the conjugate of formula I-B in the same 
manner as described in connection with the condensation of the compound of formula ll-A with a protein to 
prepare the conjugate mixture of formula l-A. Separation of this mixture can be carried out according to 
molecular weights of the products formed as described hereinbefore. 

Alternatively, the protein conjugate of the present invention where R 2 is -O- and R 3 is =S (the 
compound of formula I-B) can be produced by the following reaction scheme: 
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wherein R\ m, n and the protein are as above. 

In accordance with this scheme, PEG is reacted with the thiocarbonate of formula VI in an organtc 
solvent to form the PEG thiocarbonate of formula ll-F. Any conventional method of condensing a 
thiocarbonate with a hydroxy group can be used in carrying out this reaction. 

The compound of formula ll-F is converted to the conjugate of formula l-B by condensing the 
compound of formula ll-F with at least one free amino group of the protein. This reaction is carried out in 
the manner described for the conversion of compound of formula ll-A to the conjugate of formula l-A. The 
product that is produced by this reaction can be a mixture of conjugates of different molecular weights 
depending upon the amount of free amino groups in the protein used. These conjugates can be separated 
by molecular weight in accordance with the procedure hereinbefore described. 

To produce the protein conjugate wherein R 2 is -NH- and R 3 is =0 (the compound of formula l-C), the 
following reaction scheme can be used: 
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wherein FT, R 5 , m, n and the protein are as above. 

The compound of formula IV is produced by condensing phosgene with 2-hydroxy Py ridine (substituted 
if R - lower alkyl) us>ng any conventional method for condensing an acid halide with an alcohol 

h a . 0 ^L^ n H e H Sati0r l 0, a , PEG 3mine With the com P° und of forrnu'a "V is effected by refluxing in a 
halogenated hydrocarbon solvent to produce the compound of formula ll-C. The compound of formula ll-C 
,s condensed with the protein through one or more free amino groups on the protein t TproTce the 

compound of formula ll-A to produce the conjugate of formula l-A. Depending upon the number of free 

fo^laTr ™ CO K ta 7 d W !! Wn ^ Pr ° tein WhiCh reaCt With the com P°«"d of formula ll-C, the conjugate of 
formula l-C may be formed as a mixture of conjugates having different molecular weights. This conjugate 
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mixture can be separated in the manner described hereinbefore. 

To produce a protein conjugate of the present invention wherein R 2 is -NH- and R 3 is =S (the 
compound of formula l-D), the following reaction scheme can be used. 
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wherein R\ m, n and the protein are as above. L 

In this reaction scheme, PEG amine is reacted with di-2-pyridylthionocarbonate to produce the 
compound of formula ll-D. In this procedure any conventional method of condensing an amine with a 
thiocarbonate to produce an isothiocyanate can be used. The compound of formula ll-D is reacted with the 
protein to form the conjugate of formula l-D in the manner described for the conversion of the compound of 
formula ll-A to the compound of formula l-A. Depending upon the amount of free amino groups contained 
by the protein, condensation of the compound of formula ll-D with the protein produces a mixture of 
conjugates which can be separated into their individual components in the manner hereinbefore described 
for the separation of the conjugate of formula I. 

Alternatively, the compound of formula l-D can be produced using the following reaction scheme: 
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The compound of formula V is produced by condensing thiophosgene with 2-hydroxypyridine 
(substituted where R 5 is lower alkyl), using any conventional method for condensing an acid halide with an 
alcohol. V is then reacted with a PEG-amine in the manner described for producing the compound of ll-C 
The resulting compound is ll-E. The compound of formula ll-E is condensed with one or more free amino 
groups on a protein to produce the conjugate of formula l-D. This reaction is carried out in the manner 
described for the formation of conjugate l-A. 

To produce a protein composition of the present invention wherein R 2 is -O and R 3 is O (the compound of 
formula l-E), the following reaction scheme can be used. 
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wherein R\ m, n and the protein are as above. 

In the above reaction scheme di-2-pyridyl carbonate is reacted with PEG to produce the compound of 
formula ll-G. This reaction is carried out by conditions conventional in condensing an alcohol with a 
carbonate. The compound of formula ll-G is converted to the compound of formula l-E by condensing the . 
compound of formula ll-G with one or more free amino groups in the protein. This reaction is carried out in " 
the same manner as described in connection with the conversion of the compound of formula ll-A to the 
compound of formula l-A. The reaction mixture thus produced can contain a mixture of the conjugated of 
formula l-E depending upon the free amino groups contained by the protein. This mixture constitutes a 
mixture of various conjugates of different molecular weights. The various conjugates can be separated from 
the mixture in accordance with procedure described hereinbefore. 

In accordance with a preferred embodiment of this invention, a conjugate of an interferon-alpha with 
PEG can be produced by the following reaction scheme. 
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wherein R' is methyl, n is about 112. This reaction is of special interest for interferon-alpha of the subtyp 
interferon-alpha A (also named interferon-alpha 2). 

The synthesis of the activated PEG compound ll-C is described hereinbefore in connection with the 
25 synthesis of a protein conjugate wherein R 2 is -NH- and R* is =0. The final conjugate of interferon-alpha 
can be obtained m an analogous manner as described hereinbefore or in the Examples for the synthesis of 
the protein conjugate l-C. 

Pr0tei " with a Physiological activity or a salt thereof may be used for the preparation of a conjugate 
with PEG provided that this protein contains at least one amino group for condensation 
30 Preferred proteins which can be used in the present invention are interleukin-l (IL-1), interleukin-1 
receptor antagonist (IL-Ira). interleukin-2 (IL-2) and interferons, viz. IFN-alpha (leukocyte interferons), IFN- 
beta (fibroblast interferon) and IFN-gamma (immune interferon), their naturally occurring forms as well as 
analogs, homologs or truncated forms thereof. 

The interleukin-1 receptor antagonist (IL-1ra) herein may be obtained from tissue cultures or by 

35 m ^oo? iqUeS ' ° ne meth ° d ° f 0btainin9 ,Mra is t0 reat U937 numan myelomonocytic cells 

(A ice CRL 1593) with the differentiating agent phorbol myristate acetate (PMA) and then stimulate them 
with Granulocyte Macrophage-Colony Stimulating Factor (GM-CSF; obtainable from Amgen), and isolating 

eoS fUSjUy ' L " 1ra fr ° m the Culture su P er na*ant liquid as described by Carter et al. Nature 344, 633- 
63/ (1990). 

40 Recombinant IL-1ra refers to IL-1ra having comparable biological activity to native IL-Ira but prepared 

Molm mant ,echnic > ues as described by Carter et al. supra or by Eisenberg et al. Nature 343, 341-346 
(1990). — _ 

Interferon includes all types of interferons, such as a.fi.y, or « interferons, and any subtypes of any 
types. Interferons may be obtained from tissues or tissue cultures, or may be produced using recombinant 

« techniques described in the literature, e.g. as described in European Patent Application, Publ. No 43 980 
Other methods for generating and isolating natural or recombinant interferons are also well known in the art ' 
In accordance with this invention, it has been found that the protein-conjugates of this invention have the 
same utility as the protein used to form the conjugate. Therefore, these conjugates are therapeutically 
active in the same manner as the protein from which they are formed and can be used in the same manner 

so as the protein .tself without producing the undesired immune responses which may be connected with the 
administration to subjects of the proteins themselves. Therefore, the present invention also comprises the 
pharmaceutical compositions on the basis of the compounds of formula I or their salts and to methods for 
producing them. 

The pharmaceutical compositions of the present invention used in the control or prevention of illnesses 
55 comprises a protein conjugate of the general formula I and a therapeutically inert, non toxic and 
therapeutically acceptable carrier material. The pharmaceutical compositions to be used can be formulated 
and dosed in a fashion consistent with good medical practice taking into consideration the disorder to be 
treated, the condition of the individual patient, the site of delivery of the protein conjugate, the method of 
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them. 

5 Example 1 

.^^^ 
ethanediyl) SRU 111-/. ~ 

SR U designates the number ot selt-re peafrng un.ts presentm the PEG polym , 

Prom a slurry a, SO 9 MPEG (-noxypo've^ 
was distilled 200m. of the solvent. To the •f^^J",^* was allowed to stir overnight. Tho 
2.2 ml of thionyl ch.oride. After refluxmg for four ^^"c^ added to the residue. The 

solvent was then removed under reduced pres su » e d though 50g of basic alumina (Wolem 

resultant so.ution was then dried with anhydrous *>™>*^TpZJe and one liter of diethyl ether 
Super I). Most o, the C*<* ■ was then additional diethyl ether added to 

sr zs^zs^^*™ ~? ^ ?r and then f,,tered t0 9,ve 9 

Anal. Calcd tor C 3 H 7 CIO(CH 2 CH 2 0) 111 . 7 C.53.97, H.9.12, Cl.u./i. 

B. P^aration ot a!phag^id^ ^ ^ ^gS^gLllH 

,„h wo nf alDha-(2-chloroethyl)-omega-methoxypoly (oxy-1.2- 
A mixture of 20g of sod.urn az.de an 50g of ***** ^ After 7 hours the solvent was 
ethanediyl) SRU 111-7 was heated a t 20-125 C in 375 ml o y ^ ^ ^ ^ 
removed under high .vacuum. The res-due was a* ^ ^ ^ ^ t tlon . 

diatomaceous earth. Most of the CH 2 Cfe was then D °^ a dissolved in a minimum of glyme 

The mixture was stirred overnight and then m *%;™l™^£™ t0 give a i P ha-(2-azidoethyl)-omega- 
at 50' C, the solution cooled, and the precipitated product filtered to g 
methoxypoly (oxy-1.2-ethanediyl) SRU 11 17 H90g . N 0 8 4. Foun d: C.53.61; H.9.08; N.0.89. 

Anal. Calcd for C3H 3 N30(CH 2 CH 2 0)„v7- C.53.77, ti.a.ua, in.u 

35 c P^aration of ajphg^ mjr^^ SRU 

To a fixture of 25 9 of a'P-<" 
ml of dry glyme was added 3.5 g of 10% M ^J^^^ZS^ the solids washed with CH 2 C 2 

aminoethyD-omega-methoxypoly ^y^ 2 ^ 6 ,^' „ 9 20" N O 28 Found: C.54.43; H.9.18; N.0.36. 

Anal. CalcdforCsHs^ ( oxy-1.2-ethanediy.) SRU 

Alternatively a solution of 40g ot aipna v az.uu y / a was stjrre(j overnignt 

111.7 and 6.7 g (25.6 mmo.) of ^^^^^SS£ s irred an additional 12 hours. Most 
under an atmosphere of argon. Water ^^J^^oT^itffi ether added. The precipitate 
of the methylene chloride was removed undo vacuum an MOO jrto Y ^ tQ 

was filtered, washed with ether and d,s solv* m ^ ^SooS^. w-h- with 2x100 ml of glyme. 

a-n-TcJsrs: ^ta^r^ . — - - » - - - 

aminoethyl)-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 111.7 

Q p^gpargtoT^^ 

ethanediyl) SRU in./ 



30 



40 



45 



50 



55 



16 



EP 0 510 356 A1 

40- C for 18 hours. The mixture was then filtered and the solvent removed under high vacuum The residue 
was then d.sso.ved in 100 ml of warm g.yme. the solution cooled and the resulting 9 precipitate fitter^ and 

So^^ 

N.0.firs.0 C 5t d ^ C ' oH2oN20S < C ^ CH ^)—- C.54.25; H.9.13; N.0.54; S.0.62; Found: C.54.39; H.8.87; 
e^hanedX r HUM,.A° f "'P^™^ 0 '^^^ 



70 



ethanVdM)^ 

ethaned.yl) SRU 111.7. 120 mg of tr.phenylphosphine. 90 ul of CCU and 84 ul of triethylamine in 5 ml of 

TJi K f 2 ^ - ef,UXed f ° r 72 hr ThS SO ' Vent WaS then ™ oved under -duced pressure ^nd the fesTdue 
d.ssolved ,n a m.n.mum of dry glyme. After cooling, the product precipitated and was filtered and dri"! 

" eTL^SRU ^^c^ 

Anal. Calcd for C,oH, 8 N 2 0(CH 2 CH 2 0),„. 7 : C.54.61; H.9.15; N.0.55. Found: C.54.95; H.9.27; N.0.50. 

Example 1a 

20 

Preparation of alpha-(2. Chloro e thyl)-omega-methoxyp 0 |y(o X y.i, 2 .ethanediyl) SRU 225 

rhinfn ! ir e . 1 Pr0CedlJre d f cribed in Exam P le 1A - MPEG molecular weight 10.000 was converted to alpha-(2- 
chloroethyO-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 225 { 

Anal. Calcd for C 3 H 7 CIO(CH 2 CH 2 0) 22 s: C.54.37; H.9.14; Cl.0.35. Found: C.54.30; H.9.15; Cl.0.41. 
Example 1b 

30 Preparation of alpha.(2-A 2 idoeth V l)-omega.methoxvpoly(oxy-1,2.ethanediyl) SRU 225 

ethanLivT^RM 0 ?^' 8 described in Exam P |e 1B - a'Pha-(2-chloroethyl)-omega-methoxypoly(oxy-l 2- 
ethaned ( yl) SRU 225 was converted to alpha-(2-a Z idoethyl)-omega-methoxypoly (oxy-1 ,2-ethanedU SRU 

^ Anal. Calcd for C 3 H 7 N 3 0(CH 2 CH 2 0) 225 : C.54.34; H.9.13; N.0.42. Found: C.54.32; H.9.28; N.0.50. 

Example 1c 

Preparation of alpha-(2-Ami noethyl)-omega-methoxypoly(oxy-1 ,2-ethanediyl) SRU 225 

40 ^6^sS^Z^ eS °"TJ n , EXamP ' e 1C ' al P ha -( 2 -a-idoethyl)-omega-methoxypoly(oxy-l.2- 
ettaned.yl) SRU 225 was converted to alpha-(2-aminoethyl)-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 

Anal. Calcd for C 3 H 9 NO(CH 2 CH 2 0> 22S : C.54.48; H.9.17; N.0.14. Found: C.54.80; H.9.21; N.0.12. 
45 Example 1d 

Preparation of alpha-(2-Chl oro e thyl)-omega.methoxypoly (oxy-1, 2-ethanedlyl) SRU 28.3 

To a solution of freshly distilled oxalyl chloride (0.5 ml) in 40 ml of rtrv ph r-i o-r- ^ - 

50 sszits \r in 10 m, , of cH2Ci2 - The « ^-^^ ^ 

In* 11 » f 6n aQa,n C00,ed t0 °* C - MPEG molecular weight 1325. (5.6 gr) was then added 

exacted Tel Trl'Tn I ^ ^ WaS then P ° ured wa * r a " d 
pressure tolp ^ hf ^, h ^ K, S0,Ut ' 0n W3S dri6d (MgSa) and the solvent re ™ ve « under reduced 
55 powder 9 a.pha-(2-chloroethyl)-omeg a -methoxypo.y (oxy-1 ,2-ethanediyl) SRU 28.3 as a whrte 

Anal. Calcd for C.H.CIOfCH.CH.CW C53.38; H.9.03; Cl.2.64. Found: C.53.48; H.9.10; Cl.2.41. 
Example 1e 
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Preparation of a.pha^.Az.doethy.H.mega-methoxypo.y (oxv-1 ,2-ethanediy.) SRU 28.3 

■ . hoH in F „ amD ie 1B alpha-(2-chloroethyl)-omega-methoxypoly(oxy-1,2- 

' ^Anal. Ca.od to C,H,N,0<CH,CH,<W C.SM* HJU* N*11. Found: C.53.2.; H.9.07; KUt 



Example 1f 
70 Preparation 



of a . P h a .r2.Am.noethvn-omeg a -methoxvpoly (oxy-1,2-ethaned.yl) SRU 28.3 



•u a •„ c v! , m nio 1C alDha-(2-azidoethyl)-omega-methoxypoly(oxy-1.2- 



28.3. 

75 Anal. Calcd for 



C,H.NO(CH,CH,(W C54.47; H.9.17; N.0.14. Found: C.54.44; H.9.19; N.0.15. 



Example 2 



20 



25 



30 




prepared according to Etrampls 1 was added to mg «"»™««°« ™ ° f FN . a| ha ^ rtfc, „e„ 
sodium borate. pH 9.01 in a molar ratio of 10 motes d . reagenU » one, mo» l™a P 
thoroughly mix*) and the pegylation reaction allowed Km gel 
, ?Z££2t2S$& STKS- JUL* Analysis o. 

with PEG. The PEG-modified IFN-alpha product has an apparent molecular we.ght of 28 KD. 

TABLE I 



35 



40 



Modification of IFN-alpha with the reagent described in Example 1 


ADDarent Molecular Weight of I FN Protein (kD) 


% of Total Protein from Reaction 


15 (unmodified) 
28 


80 
20 



Example 3 
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55 




Atpna-Wyoteh^^ 

w'b^Won reaction was ..tewed «o proceed^ a^^^ZTby SDS-PA6E <Ta»te ")• 

The amount of deriuetttation (or pegylahon) of the protein was •*""» » ti 
Proteins ware .isualiaad by Coomasaio Blue staining. Analysn toll Pre has an 

raveals new higher ^ from th. 

Z£££ZZ^^2Z2£** and is hherafora novated wire PEO. tbe 
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predominant PEG-modified rlL-2 product has an apparent molecular weight of 28 kD. 

TABLE I! 



10 



Modification of rlL-2 with the reagent described in Example 1 


Apparent Molecular Weight of rlL-2 Protein (kD) 


% of Total Protein from Reaction 


15 (unmodified) 


20 


28 


50 


33 


20 


43 


10 



o ■ P ,!^' a l e . d r "*" 2 WaS pUrified fram the reaction mixture as described by Katre et al [Proc Nat Acad 
TnneTarSil^V- ^ ^ hy *° phte eXChan " chromatography^Bio-Rad BioSpbenyTs^ 
30 min ? w ,th decreasmg salt from 1.53 to 0.0 M (NH,) 2 SO* in 50 mM sodium phosphate pH 7 0 in 

iSXSp^^r^^ Unm ° dified r,L " Z A ' iqUOtS of the 'fractions wee 
Z 2£ r V ; G f and P0 °' ed fract, ° ns were assa y ed to determine its specific activity in a CTLL cell 
prol,ferat,on assay by the method described by Gillis et al. [J. Immunology 120:2027-2032 (1978)] Proton 

Ire uLarL^in TabT m 1 ^ ' S ° ,ated Pr ° teinS * eXPreSSed 35 ""^ pr0tein and the «•**» 
conjuXn ^ PEG * " ""^ ^ aCtiVity " " L * iS n0t Si 9" ifica ^ by 

TABLE III 



Bioactivity of rlL-2 conjugated to PEG with the reagent described in Example 1 


Apparent Molecular Weight of rlL-2 Protein (kD) 


Specific Activity (units/mg) 


15 (unmodified IL2) 
28 


2.0 x 10 7 
2.4 x 10 7 



as Example 4 



45 



SO 



Preparation of Recombinant Int erleukin 1-alpha (rlL-1 alpha) Conjugated to PEG by means of the 

scxJiu^m e b r oSrn2 e o C n bed 1 WaS 3dded to 2 0 mg of h°™*enous rlL-1 alpha in 1.0 ml 0.1 M 

' 5 3 m °' ar rati ° ° f 10 m °' es of rea 9 ent P er one mo,e r| H alpha. The solution was 

The amount of? ^fTT WaS a "° Wed t0 proceed at room temperature for WrtrSaT 

nr J£! denvat.zat.on (or pegylation) of the protein was estimated by SDS-PAGE (Table IV) The 

5S~n^Th.S?S. by , C ° 0ma r B ' Ue Stainin9 - Ana ' ySiS ° f P^-tsfrom the 60 Se ISn 
S i Lh, k 9 molecu,ar we, 9 ht P rote,n s P^ies corresponding to PEG conjugated rlL-1 alpha protein 
™ T t- a " 3PParent m ° leCU,ar We, ' 9ht 0f 17 kD b y SDS-PAGE. Unmodified rlL-1 alp is S 
from the reaction mixture whose apparent molecular weight remains unchanged ami ^therefore Z 
conjugated w.«h PEG. The PEG-modified r.L-1 alpha product has an apparent JSSJ^^SZ 
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TABLE IV 



■v^Hifi^tinn of rll_-1 aloha with the reagent descnbed in Example 1 


Apparent Molecular Weight of rlL-1 alpha Protein (kD) 


% of Total Protein from Reaction 


17 (unmodified) 
30 


85 
15 



75 



10 

Example 5 

p^ration of a,ph a - [ (1.2-Dihv d ro-2-oxo-1-pyridinyJ)^ carhonyn-ome q a-m e thox y po.Y(oxy-1. 2 - 
ethanediyl) SRU 111-7 

" From a solution of 1 g (0.2 mmol) MPEG «™*-*^^ 

ml of dry toluene was distilled 5 m. of ^^*2£^E Xed under an'atmosphere of 
1,1.carbonothioylbis-2(1H)-pyridinone .was 9 ^. 1 ^ B ^^J^ residue disso.ved in 5 ml of dry 

ethanediyl) SRU 1 1 1 .7. 2? . s Q 62 Found: Cl 54.03; H.8.98; N, 

Anal . Calcd for C9H1 ^NOaSCCHzChbCOui.T: C.54.37, H.8.99, N.0.^/, &.u.o 

25 0.187S7)59. 



20 



40 



Example 5a 

Preparation of a . P h a .r(1.2- D ihydro.2.oxo.1-py^ lny.)th i ocarb 0 nyqomec,a.r 1 nethoxyp 0 .y(oxy.1.2 : 
30 ethanediyl) SRU 225 

« "-SPSSSt.* , NO,S<CH,CH,0)„ s : C, 54 54: „, 9.08; H. 0.»; S. 0.32. FounC: C. 54* H, 9,5: 
N, 0.15; S.0.31. 
Example 6 

bthanediyl) SRU 111.7. 

prepared according to Example 5 was added to 10 mg of i nornoge no was 
sodium borate, pH 9.0) in a mo.ar ratio of 5 ^wl^ 

thoroughly mixed and the pegylation ^act-on was allowed to pro eed at oo P SDS . pAGE ^ v). 

The amount of derivatization (or pegylafon) of tte j« J^ma e y n 
Proteins were visualized by Coomassie Blue '^J^^^ t ^ l ^ a lL - 1ra protein. IL-,ra 
reveals new higher mo.ecu.ar weight P rote,n ^^^^SXSSSV^ is the protein from the 

^changed and is therefore not conned with 

"^The predominant PEG-modified IL-1ra proteins have apparent molecular weights of 26 and 33 KD. 
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TABLE V 
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75 
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Modification of IL-1ra with the reagent described in Example 5 


Apparent Molecular Weight of IL-1ra Protein (kD) 


% of Total Protein from Reaction 


1 9 (unmodified) 


36 


26 


33 


33 


21 


>33 


10 



(Bio -Rad I hrlc mp 7 1 reaCb0 " miXtUre USin9 h y dr °P hobic e * ch *"9e chromatography 
2 C) - A ' mear 9rad ' ent with decreasing salt concentrations from 0.43 to 0.0 M (NH 4 )- 

Z ! „ S ° diUm P hos P hate P H 7 -0 in 20 minutes was used to separate pegylated IL-1ra and 
unmodified IL-1 ra. Aliquots of fractions were evaluated by SDS-PAGE and pooled fractions were assayed in 
m"; ra^eceptor competition binding assay. [Kilian et al. J. Immunol.. 136, 4509-4514, (1986)1. Briefly 
t> ! TJm. < , u" 1 ™ Were incubated 31 var y' n 9 concentrations with EL-4 mTmbranes for 30 min at 37' C 
The [ IJIL-1 alpha was then added and the incubation continued for 30 min. The assay was terminated by 
vacuy filtrat.cn and the collection of cell bound p* W L-1 on filter plates. The concentration of IL-1ra or 
^ bindin9 ° f [,2S ' ]IL - 1 by 50% (ICso) was ^termined graphically. The results are 

aoZ to Und f th n , ^° °! ""^J," thiS * ^ ^ The P69y ' ated ™ n Gained its 

ability to bind to the IL-1 receptor on EL-4 membranes within a factor 2 to 3 fold relative to the unmodified 



25 



TABLE VI 



30 



35 



40 



45 



50 



Inhibrfion of [ 125 l] IL-1 Binding by of IL-lra Conjugated with the reagent described in Example 5 


Apparent Molecular Weight of IL-1ra Protein (kD) 


IC50 (ng/ml) 


19K (unmodified) 
26K, 33K (mixture) 


2.0 
5.0 



i,i I P^ harmacod y namic s of IL-1ra protein was evaluated in vivo by the ability of the IL-1ra to inhibit rlL- 
1 alpha .nduct.cn of interleukin-6. Serum from mice treated with rlL-1 alpha contain high levels of IL-6 
Mcintosh et al., Immunol. 143: 162-167, (1989)]. The administration of unmodified IL-1 ra together with IL- 
lalpha (0 hr t.me point) inhibits the induction of IL-6. This test system was used to compare the 
pharmacodynam.c properties of unmodified and PEG IL-1ra. Groups of three female C57B1/6 mice were 
injected subcutaneous* with 200 ug of unmodified IL-1ra or PEG-IL-1ra 48 hr, 24 hr. or 6 hr before o^ 
s mul aneously (0 hr) w.th 0.2 ug rlL-1 alpha. Three hours later, serum samples were collected. IL-6 levels 
(units) were determined using a modification of an IL-6 assay that has been previously described [Van 

OZi nSi' SSJT U ? A ^ :9679 - 9683 - < 1986 » h the IL-6 assay P B 9 hybridoma cells were 

treated w ,th two fold serial d.lut.ons of the test sera in 96-well microtiter plates. Following a 3 day incubation 
2 *L?J!\!! hu ™ d,f,ed atm °sPhere comprised of 5% CCh and 95% air, the wells were pulsed with 0.5 uCi 

l^xn* * V 7 mC , Ubated f ° r an additi0nal 18 hr The ce,ls were the " harvested onto glass fiber 

filters and the level of tntiated thymidine incorporation was determined by scintillation counting. IL-6 activity 

m^ S t S T t a .%K /m, .' L " 6 UnitS ^ d6fined 33 the inverse of ,he serum dilution produces ha.? 

maximal tntiated thymidine incorporation compared to a reference standard. 

i./ m , T !l e R Ph o r ^ aCOdynamiC data are summari2e d ^ Table D1. Mice treated only with IL-1 exhibited 28852 
U/ml IL-6. Both unmodified and modified IL-lra inhibited IL-6 induction at 0 hr. However, the pegylated IL- 
lra demonstrated a prolonged IL-6-inhibitory effect as compared to unmodified IL-lra at 8 and 24 hours 
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TABLE D1 



PharmaC0 dvnamic Profile of IL-1ra Coniuaated with the reagent described m Example 5 


Time (nr.) Prior to IL-1 Administration 


IL-6 (Units/ml) 


19 kD 


26 kD 


0 
6 

24 
48 
72 


772 
8361 
22525 
18485 
13220 


705 
1587 
9844 
21119 
21470 



15 



20 



25 



30 




,L-1ra was conjugated and purified according to the procedure i.iustrated in Examp.e 6 using the 

and more extensive modification of the protein with PEG as ooserveo wim 
substantial loss in its binding to the IL-1 receptor. 

TABLE Vll 



35 



40 



45 



nf n» n IL-1 Bindina by IWm Proteins Conjugated with the reagent described ,n Example 5a 


Apparent Molecular Weight of IL-1ra Protein (kD) 


ICso(ng/ml) 


19 (unmodified) 

33 

48 


1.6 
9.0 
50.0 



To determine the pharmacokinetic profile of PEG-.L-1ra ^'^^Z'cZZS™^ 4 
ug of modified or pegy.ated .L-1ra species subcutane ^ Serum samp, were co.iected after ^ ^ 

and 6 Hou- fro", -ic ^^^Z^^^ membrane binding assay described in 
received PEG-IL-1ra. The serum leveis we _e PEG -IL-1ra was detectable in serum samples at 

%rj^~TX~zzE«* — — ■ ~ — - 

course. 
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TABLE D2. Pharmacokinetic Profit of rL , 1ra p ^yi^ 

as in Example 6^ 



Serum Concentration of 



70 



15 



20 



e Thr.) After Admini>tr a t5™ 


19 IcD 


33 kD 


1 


400 




2 


130 


2500 




40 




4 


15 


800 


6 
8 

10 
24 


16 






300 
250 
15 



25 



30 



35 



40 



45 



50 



55 



Example 7 

Preparation of rlL-1 alpha conj ugated to PEG by means of th e reagent alpha-f(1,2-dihydro-2-oxo-1 
pyr.a,nyl)th,ocarbonyl3omega. methoxy. P oly(oxvl,2-ethanediyl) SHU 111.7 

d e c. R K C T bin f t ,L ^ a ' Pha W3S P e 9y |ated with reagent described in Example 5 by the method as 
SX^^SSJ- Tk" 6 pred0minant mo,ecul - -eight species from the" reaction m£Lre weS 
t to S' t H ♦ aPParem m0 ' eCU,ar W6i9htS corres P°"ding to 17 (unmodified), 26, and 33 kD 
The latte two pegylated protems accounted for 25 and 55% of the total protein, respectively. 

nrLll I I aP u a T S PUrified fr0m the reaction mixture after 60 minutes using hydrophobic 

DMvl^Prt n i , M ( NH *J 2S0 * '" 50 mM sod.um phosphate pH 7.0 in 20 minutes was used to separate 
£2ff? . P 3nd unmodified r,L - 1 alpha. Aliquots of fractions were evaluated by SDS-PAGE and 
SescrLr bv 0n K S Were t a f ay , ed c f0r Sp6CfiC 3Ctivity in 3 010 Ce " P^liferafion assays by the Method 
SDeSonLomi ye ,, f J* M6d - l^ 836 " 854 0983)]. ^otein concentrations were determ ned 
oHhTrt T2Z ! " 80 ^ USin9 a r xtinction coe ^ent of 1.0 for r.L-1 alpha. The specific aZ 

i^"iS^2nT^-° X UnjtS/m9 - ThS SpedfiC aCKvity reSU,tS are «nnurt»d in Tab e 
Furmlr IS? Pe9y,a,ed . ,L - 1 a| P" a conjugate retains bioactivity within 2-3 fold of relative to IL-1 alpha 
Further mod,f,cat.on resultmg in a 33KD proteirf results in substantial loss of bioactivity. 

TABLE VIII 



Bioactivity of rlL-1 alpha Conjugated with the reagent described in Example 5 


Apparent Molecular Weight of rlL-1 alpha Protein (kD) 


Specific Activity (units/mg) 


17 (unmodified) 

26 

33 


4.6 x 10 7 
1.9 x 10 7 
4.5 x 10 5 



Example 8 
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Preparation of IFN-alpha conjugated to PEG by means of alpha-[(1,2-Pihydro-2-oxo-1-pyridinyl)- 
thiocarbonyl]- omega-methoxypo)y(oxo-1,2-ethanediyl) SRU 111.7 

alpha-[(1 ,2-Dihydro-2-oxo-1 -pyridinyl)thiocarbonyl]-omega-methoxypoly(oxy-1 ,2-ethanediyl) SRU 1 1 1 .7 
5 prepared according to Example 5, was added to 1 mg of purified IFN-alpha in 100 ul of buffer (0.1 M 
sodium borate, pH 9.0) in a molar ratio of 8 moles of the PEG reagent per one mole IFN-alpha. The 
solutions were thoroughly mixed and the pegylation reaction was allowed to proceed at room temperature 
for 60 minutes. 

The predominant molecular weight species from the reaction mixture were identified by SDS-PAGE with 
io apparent molecular weights of 15 (unmodified), and 28 kD. The 28 kD pegylated protein accounted for 40% 
of the total protein. The pegylated IFN-alpha was purified from the 60 minute reaction mixture and 
characterized using hydrophobic exchange chromatography (Bio-Rad; Biogel-phenly-S-PW). A linear gra- 
dient with decreasing salt concentrations from 0.42M to 0.0 M (NHO2SO4 in 50 mM sodium phosphate pH 
7.0 in 20 minutes was used to separate pegylated IFN-alpha and unmodified IFN-alpha. Aliquots of the 
75 fractions were evaluated by SDS-PAGE and pooled fractions were assayed for anti-viral activity (specific 
activity) in an MDBK assay by the method described in by Familletti, et al. [Methods Enzym. 78,387-394 
(1987)]. 

Protein concentrations were determined spectrophotometrically at 280 nM using an extinction coefficient 
of 1.0 for a 1 mg/ml IFN-alpha buffered solution. The specific activity of the isolated proteins is expressed 
20 as units per mg protein and the results are summarized in Table IX. 

The results show that the specific activity of the 28kD pegylated IFN-alpha was not significantly altered 
relative to IFN-alpha. 

TABLE IX 

25 



Bioactivity of IFN-alpha Conjugated with the reagent of Example 5 


Apparent Molecular Weight of IFN-alpha Protein (kD) 


Specific Activity (units/mg) 


15 (unmodified) 
28 


1.1 x 10 8 
1.4 x 10 s 



Example 8A 

35 

Preparation of IFN-alpha conjugated to PEG by means of the reagent alpha-^l^-Dihydro-S-oxo-l' 
pyridinyOthiocarbonynomega-methoxypoly-toxy-l^-ethanediyl) SRU 

IFN-alpha was pegylated as in example 8 with the reagent described in Example 5a. Three predominant 
40 molecular weight species from the reaction mixture at 60 minutes were identified by SDS-PAGE with 
apparent molecular weights corresponding to 15 (unmodified), 35 and 43 kD. The latter two pegylated 
proteins accounted for 35 and 33 per cent of the total proteins in the reaction mixture, respectively. 

The specific activities determined by procedures described in Exafmple 8 of the pegylated species of 
IFN-alpha are summarized in Table X. The results show that the 35kD pegylated IFN-alpha product retained 
45 biological activity within 2-3 fold of IFN-alpha. The 43kD conjugate lost substantial activity. 

TABLE X 



Bioactivity of IFN-alpha Conjugated with the reagent of Example 5a 


Apparent Molecular Weight of IFN-alpha Protein (kD) 


Specific Activity (units/mg) 


1 5 (unmodified) 

35 

43 


3.3 x 10 s 
1.2 x 10 8 
1.5 x 10 7 - 



Example 8B 
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Preparation of rlL-2 conjugated to PEG by means of the reagent alpha-[(l ,2-Pihydro-2-oxo-l- 
pyridf ny))thlocarbonyl]omega-methoxypoly(oxy-1 ,2-ethane diyl) SRU 111.7 

rlL-2 was pegylated with the reagent described in Example 5 and purified using the procedure as 
5 described in Example 3. 

The predominant molecular weight species from the reaction mixture after 60 minutes were identified 
by SDS-PAGE with an apparent molecular weights of 15 (unmodified) and 25 kD. The 25 kD pegylated 
protein accounted for 60% of the total protein in the reaction. 

The specific activity of the rlL-2 isolated proteins were measured as described in Example 3 and is 
io expressed as units/mg protein and the results are summarized in Table XL 

As can be see in Table XI, the biological activity of IL-2 was not altered after conjugation with PEG. 

TABLE XI 



Bioactivity of rlL-2 Conjugated to PEG with the reagent described in Example 5 


Apparent Molecular Weight of rlL-2 Protein (kD) 


Specific Activity (units/mg) 


15 (unmodified) 
25 


2.0 x 1 0 7 
2.0 x 1 0 7 



Example 80 
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Preparation of rlL-2 conjugated to PEG by means of the reagent a lpha-[(1,2-Dihvdro-2-oxo>1> 
pyndinyOthiocarbonyllomega-methoxypolytoxy-l^-ethanediyl) SRU ~ 

rlL-2 was pegylated using the procedure described in Example 3 with the reagent described in Example 

5a. 

The predominant molecular weight species from the reaction mixture after 60 minutes were identified 
by SDS-PAGE with apparent molecular weights of 15 kD (unmodified). 33 kD, and 43 kD. The 33 and 43 kD 
pegylated proteins accounted for 60 and 20 per cent of the total protein in the reaction, respectively. 

Example 9 

Preparation of IFN-alpha conjugated to PEG by means of the reagent a lpha-[(1.2-Dihvdro-2-oxo-1. 
pyridinyl)thiocarbonyl]omega-methoxy-poly(oxy-1,2-ethanediyl) SRU 111.7. ~ 

An alternative method for conjugating IFN-alpha to PEG was done as follows: 

IFN-alpha (5 mg in 1 ml) was dialyzed against a buffer containing 5 mM sodium acetate, pH 5.0 120 
mM NaCI. To the dialyzed protein solution, solid potassium thiocyanate was added to obtain a' final 
concentration. of 0.5 M salt, and the pH adjusted by the addition of one-tenth volume of 1 M tricine-sodium 
hydroxide, pH 11.9 to give a final pH 10.0 solution. alpha-[(1.2-Dihydro-2-oxo-1-pyridinyl)thiocarbonyll- 
omega-methoxypoly(oxy-1,2-ethanediyl) was added to the sample at a molar ratio of 3 moles of reagent to 
1 mole of protein. The modification reaction was allowed to proceed at room temperature for 30 minutes 
and stopped by the addition of 1 M glycine, pH 6.3 to a final concentration of 20 mM. PEG-modified protein 
was precipitated from solution by addition of a buffer containing 3.5 M ammonium sulfate, 50 mM sodium 
phosphate, pH 7.0 to a final concentration of 1.1 M ammonium sulfate and the precipitate collected by 
centr.fugat.on (10.000 x g for 12 min.). After rinsing the pellet with a buffer containing 1.1 M ammonium 
sulfate. 50 mM sodium phosphate, pH 7.0, the pellet was redissolved in a buffer containing 25 mM 
ammonium acetate, pH 5.0. The PEG-modified protein was purified and characterized as described in 
Example 2. A single pegylated I FN species was obtained with an apparent molecular weight of 28 kD 
Antiviral activity (specific activity) of the modified protein was determined by the procedure described in 
Example 8. The specific activity of the starting IFN-alpha was 2.6 x 10 s U/mg and the specific activity of the 
IFN-alpha conjugated to PEG was 1.0 x U/mg demonstrating that the PEG conjugated IFN-alpha 
retained biological activity within 3-fold relative to IFN-alpha. 

Example 10 
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Preparation of IFN-alpha conjugated to PEG by means of the reagent alpha-[(1,2'Dihydro-2-oxo*1- 
pyridinyQ - thlocarbonyll'Omega-methoxypolytoxy-l^-ethanediyl) SRU 225. 

IFN-alpha was conjugated to PEG according to the procedure described in Example 9. The proteins 
were purified and characterized as described in Examples 2 and 9. The starting IFN-alpha had a specific 
activity of 2.6 x 10 s U/mg using the IFN-alpha conjugated to PEG which has an apparent molecular weight 
of 31 kD and had a specific activity of 1.0 x 10 s U/mg as described in Example 8. The bioactivity of the 
conjugated IFN-alpha was within 3-fold of IFN-alpha. 



Preparation of a1pha-Methyl-omega-[2-[[(2 - pyridinyloxy) carbonyl]amino]ethoxy]poly(oxy-1 f 2- 
ethanediyl) SRU 111.7. 

From a solution of 1 g (0.2 mmol) of alpha-(2-aminoethyl)-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 
111.7 (as prepared in Example 1C) in 40 ml of dry CH 2 CI 2 was distilled 15 ml of solvent. To the resulting 
solution at 0*C was then added 65 mg (0.3 mmol) of di-2-pyridyl carbonate and the mixture stirred for an 
additional 4 hours. The solvent was then removed under reduced pressure and the residue triturated with 
diethyl ether. The precipitate was then filtered and washed with 50 ml of ether followed by 50 ml of hexane. 
The product was then dried in a vacuum oven under a slow stream of nitrogen to give 1 g of alpha-methyl- 
omega-[2-[[(2-pyridinyloxy)carbonyl]amino] ethoxy]poly(oxy-1 ,2-ethanediyl) SRU 111.7. as a white powder. 

Anal . Calcd for C^HisNzOafCKfeCHsO),,,.?: C.54.56; H.9.04; N,0.55; Found: C.54.26; H r 9.00; N,0.53. 

Example 11a 

Preparation of alpha-MethyI-omega-[2-[[(2 - pyridinyloxy) carbonyi]amino]ethoxy]poly(oxy-1,2- 
ethanediyl) SRU 225 

By the procedure described in Example 11, alpha-(2-aminoethyl)-omega-methoxypoly (oxy-1 ,2- 
ethanediyl) SRU 225, (as prepared in Example 1c) was converted to alpha-methyl-omega-[2-[[(2- 
pyridinyloxy)carbony l]amino]ethoxy]poly(oxy-1 ,2-ethanediyl) SRU 225. 

Anal . Calcd for CgH^OafCHzCHzOkzs: C, 54.54, H, 9.10; N, 0.28. Found: C, 54.49; H, 9.27; N, 0.31. 

Example 11b 

Preparation of alpha-Methyl-omega-[2-[[(2 - pyridinyloxy) carbonyl] am ino]ethoxy] poly (oxy-1 ,2 - 
ethanediyl) SRU 28-3 

By the procedure described in Example 11, alpha-(2-amino-ethyl)-omega-methoxypoly (oxy-1 ,2- 
ethanediyl) SRU 28.3 (as prepared in Example 1f) was converted to alpha-methyl-omega-[2-[[(2- 
pyridinyloxy)carbonyl]-amino]ethoxy]poly(oxy-1 ,2-ethanediyl) SRU 28.3. 



Anal : Calcd for C 9 H,2N203<CH2CH 2 0)2a3: C, 54.61; H, 8.75; N, 1.94. Found: C, 54.67; H, 8.96; N, 
1.63. 



Preparation of IL-1ra conjugated to PEG by means of the reagent alpha-Methyl-omega-[2-[[(2- 
pyridinyloxyjcarbonyqaminolethoxylpolyCoxy-l^-ethanediyl), SRU 111.7 

alpha-Methyl-omega-[2-[[(2-pyridiny loxy)carbonyl]amino]ethoxy]poly(oxy-1 ,2-ethanediyl) SRU 1 1 1 .7, 
was added to 25 mg of purified IL-ira in 2.5 ml of buffer (0.1 M sodium borate, pH 9.0) in a molar ratio of 1 
mole of reagent per one mole of IL-1ra. The solutions were thoroughly mixed and the pegylation reaction 
was allowed to proceed at room temperature for 60 minutes. PEG modified ILra was then purified according 
to the procedure set out in Example 6. 

The predominant pegylated products from the 60 minute reaction had apparent molecular weights of 28 
kD and 38 kD and accounted for approximately 42 and 29% of the total protein from the reaction mixture, 
respectively. 

The ability of the purified IL-1ra proteins from the reaction mixture to inhibit IL-1 binding was 



Example 11 



Example 12 
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determined as described in Example 6 and summarized in Table XII. The binding properties of the 28kD 
product was not significantly altered and the bindability of the 38kD protein retained activity within 5-fold of 
IL-1ra. 

5 TABLE XII 



Inhibition of [ 125 I]-IL-1 Binding by IL-1ra Protein Pegylated with the reagent described in Example 11 


Apparent Molecular Weight of IL-1ra Protein (kD) 


ICso (ng/ml) 


19 (unmodified) 

28 

38 


2.0 
3.0 
10.0 



The pharmacodynamic profile of PEG-IL-1ra was determined as described in Example 6. The data are 
summarized in Table D3. IL-1 alone induced 27283 u/ml of IL-6. Unmodified IL-1ra inhibited less than 50% 
of the IL-1 response within 6 hours of administration. In contrast, PEG IL-1ra although less active at early 
time points, was much more active at 24 and 48 hours after injection. Thus, the PEG-IL-1ra exhibited a 
prolonged pharmacodynamic profile. 



TABLE D3 



Pharmacodynamic Profile of IL-lra Conjugated with the reagent described in Example 11 


Time (hr.) Prior to IL-1 Administration 


IL-6 Units/ml 


19 kD 


26kD 


0 


4789 


23806 


6 


15324 


10833 


24 


24841 


5727 


48 


16348 


9364 


72 


12067 


12054 



Example 12A 

Preparation of IL-1ra conjugated to PEG by means of the reagent alpha-Methyi-omega-[2-fj(2 - 
pyridinyloxyjcarbonyllaminolethoxylpoiytoxy-l^ethanediyl), SRU 225 " 

alpha-Methyl-omega-[2-[[(2-pyridinyloxy)carbonyl]amino]ethoxy]poly(oxy-1,2-ethanediyl) SRU 225, 
(previously described in Example 11a) was added to 25 mg of purified IL-1ra in 2.5 ml of buffer (0.1 M 
sodium borate, pH 9.0) in a molar ratio of 4 moles of reagent per one mole of IL-1ra. The solutions were 
thoroughly mixed and the pegylation reaction was allowed to proceed at room temperature for 60 minutes. 
PEG modified IL-1ra was then purified according to the procedure set out in Example 6. 

The predominant pegylated products from the 60 minute reaction had apparent molecular weights of 33 
kD and 48 kD and accounted for approximately 76 and 15% of the total protein from the reaction mixture, 
respectively. The ability of the purified IL-1ra proteins from the reaction mixture to inhibit IL-1 binding are 
summarized in Table XIII. The 33kD PEG modified protein retained its ability to inhibit IL-1 binding within 8- 
fold relative to IL-1ra. The 48kD product lost substantial binding capacity. 
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TABLE XIII 



Inhibition of [ 125 I]IL-1 Binding by IL-1ra Proteins Pegylated with the reagent described in Example 11a 


I Apparent Molecular Weight of IL-1ra Protein (kD) 


IC50 (ng/ml) 


19 (unmodified) 

33 

48 


0.8 
6.0 
18.0 



10 

The pharmacokinetic profile of PEG-IL-1ra was determined as described in Example 6A. The data are 
summarized in Table D4. The PEG-IL-1ra was detectable in serum samples at higher concentrations and for 
a prolonged time compared to the unmodified IL-1ra. 

75 TABLE D4 



Pharmacokinetic Profile of IL-1ra Conjugated with the reagent described in Example 11a 


Time (hr.) After Administration 


Serum Level of IL-1ra (ng/ml) 


19 kD 


33 kD 


1 


220 




2 


33 


700 


3 


13 




4 


5.3 


500 


6 


1.5 




8 




150 


10 




83 


24 




5 



Example 13 

Preparation of rlL-2 conjugated to PEG by means of the reagent alpha-Methyl-omega"[2-[[(2- 
pyridinyloxy)carbonyl]amino3ethoxy3poly(oxy-1,2-ethanediyl), SRU 111.7 

rlL-2 was pegylated with alpha-methyl-omega-[2-[[(2-pyridinyloxy)carbonyI]amino]ethoxy]poly(oxy-1,2- 
ethanediyl), SRU 1 1 1 .7, according to the procedure set forth in Examples 3 and 8b. The specific activity of 
the IL-2 protein was determined as described in Example 8. The specific activity of the 15 kD unmodified 
rlL-2 was 2 x„10 7 units/mg and of the 29 kD pegylated IL-2 was 2.4 x 10 7 units/mg IL-2 indicating no 
substantial loss of biological activity as a result of pegylation. 

Example 14 

Preparation of PEG-modified rlL-1 alpha conjugated to PEG by means of the reagent alpha-Methyl- 
omega-[2-g(2-pyridinyloxy)carbonyI]amino]ethoxy3poly(oxy-1 > 2-ethanediyl) > SRU 111.7 

rlL-1 alpha was pegylated with the reagent described in Example 11, alpha-methyl-omega-[2-[[(2- 
pyridinyloxy)carbonyl]amino]ethoxy]poly(oxy-1,2-ethanediyl) SRU 111.7. according to the procedure set 
forth in Examples 4 and 7. Two pegylated rlL-1 alpha proteins with apparent molecular weights of 28 kD 
and 38 kD were purified and accounted for 50 and 25 per cent of the total proteins from the reaction 
mixture at 60 minutes respectively. 

Example 15 

Preparation of IFN-alpha conjugated to PEG by means of the reagent alpha-Methy»-omega-[2-[[(2- 
pyridinyloxy)carbony0amino]ethoxy]poly](oxy-1 > 2-ethanediyl) > SRU 111.7 
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IFN-alpha was pegylated with the reagent described in Example 11, afpha-methyl-omega-[2-[[(2- 
pyridiny!oxy)carbonyl]amino]ethoxy]poly(oxy-l,2-ethanediyl) SRU 111.7, according to the procedure set 
forth in Example 8. Forty percent of the protein was derivatized after 60 minutes and the product had an 
apparent molecular weight of 26 kD. 

Example 16 



Preparation of IFN-alpha conjugated to PEG by means of the reagent alpha-M ethyl-omega-r2-[K2- 
pyr»din^x^- carbonyl]amm S RU 111 .7 Alternative method of 
io peyglating IFN-alpha . " ; — 

Using the procedure illustrated in Example 9, IFN-alpha was conjugated to PEG by alpha-methyl- 
omega^2-[[(2-pyridinyloxy)carbonyl]arnino]ethoxy]poly{oxy-1,2-ethanediyl), SRU 111.7. The specific activity 
of IFN-alpha was determined as described in Example 8. The specific activity of the starting IFN-alpha was 
75 1.7 x 10 s U/mg and the specific activity of the IFN-alpha conjugated to PEG by alpha-methyl-omega-[2-[[(2- 
pyridinyloxy)carbonyl]amino]ethoxy]poly(oxy-1,2-ethanediyl) was 0.8 x 10 8 U/mg which is within 2-3 fold of 
the IFN-alpha. 

Example 17 

?o 

Preparation of IFN-alpha conjugated to PEG by means of the reagent alpha-M ethyl-omega-[2-[[(2- 
pyridinyloxy)carbonyl]amino]ethoxy]poly(oxy-1 t 2-ethanediyl) SRU 225. * 

Using the procedure illustrated in Example 9, IFN-alpha was pegylated by means of the reagent 
5 described in Example 11a. The specific activity as determined by the method described in Example 8 of 
the IFN-alpha conjugated to PEG was 0.4 x 10 8 U/mg demonstrating no significant loss in bioactivity . 

Example 18 



30 Preparation of alpha-[(2-Pyridinyloxy)carbonyl]omega - methoxypoly (oxy-1,2-ethanediyl) SRU 1 1 1.7 

Fcom a solution of 1 g MPEG molecular weight 5000 dissolved in 30 ml of dry CH 2 CI 2 was distilled 10 
ml of solvent. The solution was cooled to room temperature and 132 mg (0.6 mM) of di-2-pyridyl carbonate 
and 4 mg of DMAP were added. The resulting solution was then stirred for 14 hours and the solvent 

35 removed under vacuum. The residue was triturated with diethyl ether and the resulting precipitate filtered 
The product was then dissolved in 7 ml of dry glyme, warmed to cause dissolution, and the resulting 
solution allowed to cool and stand at room temperature for several hours. The resulting precipitate was then 
filtered and washed with 2x5 ml of dry glyme. The solid was then dried in a vacuum oven and under a 
stream of nitrogen to give 0.7 g of alpha-[(2-pyridinyloxy)carbonyl]omega-methoxypoiy (oxy-1,2-ethanediyl) 

40 SRU 1 1 1 .7. 

AnaL Calcd for C 9 H, , NO^CHsCHsOJn^: C, 54.57; H, 9.02; N, 0.28. Found: C, 54.51; H, 9.19; N, 0.28. 
Example 18a 



45 Preparation of alpha-[(2-Pyridinyloxy)carbonyl]omega-methoxypo!y (oxy-1,2-ethanediyl), SRU 225 

By the procedure described in Example 18, MPEG (methoxypolyethylene glycol) molecular weight 
10,000 was converted to alpha-[(2-pyridinyloxy)carbony!]omega-methoxypoiy (oxy-l,2-ethanediyl), SRU 225 
AnaL Calcd for C9H1 1 NO*(CH2CH2 0)2 25* C, 54.54; H, 9.08; N, 0.14. Found: C, 54.54; H, 9.12; N, 0.11 

50 

Example 19 

Preparation of IL-1 ra conjugated to PEG by means of the reagent alp ha-[(2-Pyrld1nyloxy)carbonvl1- 
omega-methoxypoly (oxy-1,2-ethanediyl), S RU 111.7 " — 

55 ~ ~ 

IL-1ra was pegylated with alpha-[(2-pyridinyloxy)carbonyl]omega-methoxypoly (oxy-1 ,2-ethanediyl) 
SRU 111.7 by the procedure previously described in Examples 6 and 12. The predominant pegylated 
products had apparent molecular weights of 26 kD and 33 kD and accounted for approximately 31 and 57 
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per cent of the total protein from the 60 minute reaction mixture, respectively. The ability of the purified IL- 
ira proteins from the reaction mixture to inhibit IL-1 binding was determined as described in Example 6 and 
summarized in Table XIV. The 26kD pegylated IL-1ra conjugate retained its binding capacity within 4-fold of 
IL-1ra. The 33kD conjugate lost significant binding activity as indicated by a 15-fold decrease in competitive 
5 binding activity. 

TABLE XIV 



70 


Inhibition of [ 125 I]IL-1 Binding by IL-1ra Proteins Pegylated with the reagent described in Example 18 


Apparent Molecular Weight of IL-1ra Protein (kD) 


ICso(ng/ml) 




19 (unmodified) 


2.0 




26 


8.0 


75 


33 


30.0 



Example 19A 

20 Preparation of IL-1ra conjugated to PEG by means of the reagent alpha-[(2-Pyridiny1oxy)carbonyn- 
omega-methoxypoly (oxy-1,2-ethanediy!), SRU 225 

IL-ra was pegylated with alpha-[(2-pyridinyloxy)carbonyl]omega-methoxypoly (oxy-1 ,2-ethanediyl), SRU 
225, according to the procedure set forth in Example 19. The predominant pegylated products from the 60 
25 minute reaction method mixture had apparent molecular weights of 33 kD and 48 kD and accounted for 
approximately 47 and 25 per cent of the total protein from the reaction mixture, respectively. 

The ability of the purified IL-1ra proteins from the reaction mixture to inhibit IL-1 binding was 
determined as described in Examples 6 and 12 and summarized in Table XV. The 33kD protein retained 
activity within 6-fold of IL-1ra. The higher molecular weight conjugate lost significant activity. 

30 

TABLE XV 



Inhibition of [ 125 I]IL-1 Binding by IL-1ra Proteins Pegylated with the reagent described in Example 18a 


Apparent Molecular Weight of IL-lra Protein (kD) 


ICsofng/ml) 


19 (unmodified) 

33 

48 


1.5 
9.0 
40.0 



40 

The pharmacokinetic profile of PEG-IL-1ra was determined as described in Example 6A. The data are 
summarized in Table D5. The PEG-IL-1ra was detectable in the serum samples for a prolonged time 
compared to the unmodified IL-1ra demonstrating a prolonged serum half-life. The pharmacodynamic profile 
of PEG-IL-1ra was determined as described in Example 6, except that 0.05 ug of rlL-1 alpha was 
4$ administered. The data are summarized in Table D6. The response to IL-1 alone was 9203 units/ml IL-6. A 
prolonged inhibitory effect compared to unmodified IL-1ra t can be seen at up to 72 hours following 
administration of the PEG-IL-1ra demonstrating improved pharmacodynamic properties. Collectively, these 
data illustrate that even if a pegylated protein has diminished activity in vitro , it could have improved 
pharmaco-dynamic properties in vivo . 

so 
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TABLE D5 



5 


Pharmacokinetic Profile of IL-1ra Conjugated with the reagent described 

in Example 18a 


Time (hr.) After Administration 


Serum IL-1ra (mg/ml) 


19 kb 


33 kD 




1 


580 




10 


2 


75 


100 




3 


30 






4 


30 


60 




6 


8 






8 




12 


15 


10 




17 




24 




10 



20 



TABLE D6 
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Pharmacodynamic Profile of IL-1ra Conjugated with the reagent described in Example 18 


Time (hr.) Prior to IL-1 Administration 


IL-6 (Units/ml) 


19 kD 


26 kD 


0 


521 


454 


6 


2334 


416 


24 


13486 


2552 


48 


16577 


4667 


72 


12800 


5148 
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Example 20 

Preparation of IFN-alpha conjugated to PEG by means of the reagent alpha-[(2-Pyridinyloxy)- 
carbonyqomega-methoxypoly (oxy-1,2-ethanediyl), SRU 1TT7 ~ " 

The reagent alpha-[(2-pyridinyloxy)carbonyl]omega-methoxypoly (oxy-1,2-ethanediyl) SRU 1117 was 
added to 1 mg of purified IFN-alpha in 200 ul of buffer (0.1 sodium borate, pH 9.0) in a molar ratio of 10 
moles of reagent per mole IFN-alpha. The solutions were thoroughly mixed and the pegylation reaction was 
allowed to proceed at room temperature for 60 minutes. Purified PEG-modified IFN-alpha was then obtained 
according to the procedure set forth in Example 8. Thirty-six percent of the protein was derivatized and the 
product had an apparent molecular weight of 28 kD. 

The specific activity of the purified I FN proteins from the reaction mixture were determined as 
described in Example 8 and the values are summarized in Table XVI. The modified I FN had a 5-6 fold 
decrease in biological activity in vitro. 
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TABLE XVI 



Bioactivity of IFN-alpha Conjugated with the reagent described in Example 18 


Apparent Molecular Weight of IFN-alpha Protein (kD) 


Specific Activity units/mg 


15 (unmodified) 
28 


1.88 x 10 8 
8.0 x 10 7 
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Example 20A 

Preparation of rlL-2 conjugated to PEG by means of the reagent alpha-[(2-Pyridinyloxy)carbonyn- 
omega-methoxypoly (oxy-1 ,2-ethanediyl), SRU 111.7 

The reagent alpha-[(2-pyridinyloxy)carbonyl]omega-methoxypoly (oxy-1 ,2-ethanediyl), SRU 111.7, pre- 
viously described in Example 18, was added to 1 mg of rlL-2 in 200 ul of buffer (0.1 sodium borate, pH 9.0) 
in a molar ratio of 5 moles of the reagent per one mole of rlL-2. The solutions were thoroughly mixed and 
the pegylation reaction was allowed to proceed at room temperature for 60 minutes. 

The predominant molecular weight species from the 60 minute reaction mixture were identified by SDS- 
PAGE with apparent molecular weights of 15 kD (unmodified) and 25 kD. The 25 kD pegylated protein 
accounted for 60% of the total protein. 

Example 21 

Preparation of I FN alpha conjugated to PEG by means of the reagent alpha-[(2-Pyridinyloxy)- 
carbonyljomega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 111.7. 

IFN-alpha was pegylated with the reagent described in Example 18 according to the procedure 
described in Example 9. 

The specific activity as determined by methods described in Example 8. of the starting unmodified IFN- 
alpha was 1.0 x 10 8 U/mg and the specific activity of the IFN-alpha conjugated to PEG was 0.4 x 10 8 U/mg 
demonstrating no significant loss in bioactivity. 

Example 22 

Preparation of I FN alpha conjugated to PEG by means of the reagent alpha-[(2-Pyridinyloxy)- 
carbonynomega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 225. 

PEG was conjugated to IFN-alpha using the reagent described in Example 18a with the procedures of 
Example 9. The specific activity as determined by methods described in Example 8 of the IFN-alpha 
conjugated to PEG was 0.3 x 10 s U/mg. 

Example 23 

Preparation of alpha-[2-(lsothiocyanato)ethyn-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 111.7 

To 2 g of aIpha-(2-aminoethyl)-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 111.7 in 100 ml CH 2 CI 2 
was added 94.2 mg of di-2-pyridylthionocarbonate. The solution was allowed to stir 18 hours and then 
extracted with a small amount of cold water. Most of the CH 2 CI 2 was removed under reduced pressure and 
ether added to cause precipitation. The product was filtered and dried under high vacuum to give alpha-{2- 
(isothiocyanato)ethyl]-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 1 1 1 .7. 

Anal. Calcd for C4H7NOS (CH 2 CH 2 0) in . 7 : C, 53.88; H, 9.07; N, 0.28; S, 0.64. Found: C, 54.45; H, 8.93; 
N, 0^8TS, 0.53. 

Example 24 

Preparation IFN-alpha conjugated to PEG by means of the reagent alpha-[2-(lsothiocyanato)ethyl]- 
omega- methoxypoly (oxy-1 ,2-ethanediyl), SRU 111.7 

The reagent alpha-[2-(isothiocyanato)ethyl]-omega-methoxypoly (oxy-1 ,2-ethanediyl), SRU 111.7, pre- 
viously described in Example 23 was added to 1 mg of purified IFN-alpha in 200 ul of buffer (0.1 M sodium 
borate, pH 9.0) in a molar ratio of 10 moles of reagent per one mole IFN-alpha. The solutions were 
thoroughly mixed and the pegylation reaction was allowed to proceed at room temperature for 60 minutes. 
Thirty percent of the product was derivatized and had an apparent molecular weight of 26 kD. 

Example 25 
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10 



Preparation of rlL-2 conjugated to PEG by means of the reag ent alpha-[2-(lsothlocyanato)ethvn- 
omega - methoxypoly (oxy-1,2-ethanedlyl), SRU 111.7 ~ — 

The reagent alpha-[2-(isolhiocyanato)ethyl]-omega-methoxypoly (oxy-1,2-ethanediyl) SRU 1117 pre- 
v.ously described in Example 23, was added to 1.0 mg of recombinant IL-2 (rlL-2) in 100 ul of buffer (0 1 M 
sodium borate. pH 9.0) in a molar ratio of 10 moles of reagent PEG per mole rlL-2. The solutions were 
thoroughly mixed and the pegylation reaction was allowed to proceed at room temperatures for 60 minutes. 
Purified PEG-mod,fied rlL-2 was then obtained according to the procedure as set forth in Example 3 The 
derivatization results are summarized in Table XVII. 

TABLE XVII 



75 



20 



Modification of rlL-2 with the reagent described in Example 23 


Apparent Molecular Weight of rlL-2 Protein (kD) 


% of Total Protein from Reaction 


15 (unmodified) 


70 


26 


20 


30 


10 



25 



30 



35 



Example 26 

!!.?r. a I a "! n . .' L *'' r a . COn, ' U9 . ated tQ PEG bV mea " S ° f the reagent alpha-[2.(| S o t hiocyana to)ethvl1. 
omega-methoxypoly (oxy-1,2-ethanedlyl), SRU 1TT7 — 



IL-1ra was pegylated with alpha-[2-(isothiocyanato)ethyl]-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 
111.7. according to the procedure described in Example 6. The predominant pegylated products had 
molecular weights of 26, 31. 38 and 48 kD and accounted for approximately 17. 44 Sand 10 per cent ol 
the total protein, respectively. 

The ability of the purified 26 kD IL-1ra protein from the 60 minute reaction mixture to inhibit IL-1 binding 
was determined by, methods described in Example 6 and summarized in Table XVII!. The pegylated protein 
retained its binding capacity within 2-3 fold of IL-1ra. 

TABLE XVIII 



40 



45 



50 



55 



Inhibition of P*I]IL-1 Binding by IL-1ra Protein Pegylated with the reagent described 


in Example 23 




Apparent Molecular Weight of IL-1ra Protein (kD) 


IC 50 (ng/ml) 


19 


2.0 


26 


5.0 



Example 27 

Preparation of rl L -1 alpha con jugated to PEG by means of the reagent al P h a-[2-(lsothiocvanato>- 
etnyij-omega-metnoxypoly (oxy-1 ,2-ethanedlyl), SRU 1TT7 — " — — ' 

1 p TLIm 1 a ' Pha W3S pe9ylated with al P^-f2-(isothiocyanato)eth y l]-omega-methoxypoly (oxy- 

l^-ethanediy.) SRU 111.7. as described in Example 4. Two predominant molecular weight pegylated 

T^ J^n ?T reaCti ° n miXtUre W6re identifiGd by SDS " PA GE with apparent molecular weights 
Sen! ■ tter tW ° P e 8y ,ated P roteins accounted for 46 and 48 per cent of the total protein 

:£:£::tii£T ed rlL * 1 a,pha was purified from the reaction ^ - 

H, a / h K e i )i0aC J iVity ° f P ° 0led PUrified fractions were eval " a ted in the D10 cell proliferation assay as 
described .n Example 7 and results summarized in Table XIX. The samples noted as mixtures in the table 



33 



^O'D: <EP 05103S6A1_I_> 




EP 0 510 356 A1 

contained more than one protein species that was not further purified. The 26kD pegylated protein had a 
specific activity essentially indistinguishable from IL-1. 

TABLE XIX 



Bioactivity of rlL-1 alpha conjugated to PEG with the reagent described in Example 23 


Apparent Molecular Weight of rlL-1 alpha Protein (kD) 


Specific Activity units/mg 


17 


1.1 x 10 8 


26 


1.7 x 10 8 


26, 38 (mixture) 


2.0 x 10 s 


>38 (mixture) 


6.0 x 10 s 



75 

Example 28 

Preparation of alpha-[(2-Pyridinyloxy)thiocarbonyl] - omega>methoxypoly (oxy-1,2-ethanediyl) SRU 
225. 

20 

From a solution of 1 g (0.1 mmol) MPEG (methoxypolyethylene glycol molecular weight 10,000) in 30 
ml of CH 2 Cb was distilled 10 ml of solvent. The resulting solution was cooled and 69.7 mg (0.3 mmol) of di- 
2-pyridyl thionocarbonate and 2 mg of DMAP added. The mixture was then stirred under an atmosphere of 
argon for 18 hours. The solvent was removed under vacuum and the residue redissolved in a minimum of 

25 CH 2 CI 2 . Ether was then added and the resulting precipitate filtered and washed with ether. The product was 
then dissolved in 5 ml of warm glyme and the resulting solution allowed to stand overnight. The resulting 
precipitate was then filtered and washed with 2x5 ml of glyme and 5 ml of diethyl ether. The product was 
then dried in a vacuum oven under a slow stream of nitrogen to give 0.9 g of alpha-[(2-pyridinyloxy)thio- 
carbonyl]-omega-methoxypoly (oxy-1 ,2-ethanediyl) SRU 225. 

30 Anal. Calcd for C9 Hi , N0 3 S(CH 3 CH 2 0)225.3: C, 54.46; H, 9.04. Found: C, 54.67; H, 9.30. 

Example 29 

Preparation of IL-1ra conjugated to PEG by means of the reagent alpha-[(2-Pyridinyloxy)- 
35 thiocarbonyQ-omega - methoxypoly (oxy-1, 2-ethanediyl), SRU 225 

alpha-[(2-Pyridinyloxy)thiocarbonyl]-omega-methoxypoly (oxy-1 ,2-ethanediyl), SRU 225, prepared as 
described in Example 28, was added to 2.0 mg of IL-1ra in 1.0 ml of buffer (0.1 M sodium borate, pH 9.0) in 
a molar ratio of 2 moles of the reagent per one mole of IL-1ra. The solutions were thoroughly mixed and the 
40 pegylation reaction was allowed to proceed at room temperature for 60 minutes. PEG modified IL-1ra was 
then purified according to the procedure set out in Example 6. 

The predominant pegylated product had an apparent molecular weight of 33 kD and accounted for 
approximately 17% of the total protein from the 60 minute reaction mixture. The ability of the purified IL-1ra 
proteins from the reaction mixture to inhibit IL-1 binding was determined as described in Example 6 and 
45 summarized in Table XX. The binding capacity of the 33kD protein was within 3-4 fold of the IL-1ra. 

TABLE XX 



Inhibition of [ 125 I]IL-1 Binding by IL-1ra Proteins pegylated with the reagent described in Example 28 


Molecular Weight of IL-1ra Protein (kD) 


ICso(ng/ml) 


19 (unmodified) 
33 


1.4 
5.0 



Example 30 
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w 



Carbonothioic acid o,o-di-(6-methyl-2-pyridinyl)ester 

To a solution of 10 g (0.09 mol) of 6-methyl-2-hydroxypyridine in 250 ml of dry CH 2 CI 2 was added 12 7 
ml of tnethylam.ne The solution was cooled to 0'C and under an atmosphere of argon was added 

s^J™ t ( T T 0 ° f 3 S °' Uti0n ° f thi °P h0S 9 ene in CCU (85%). The mixture was then a.lowed to 
st^ at room temperature for 5 hr., filtered and the CH 2 C 2 solution washed twice with 100 ml of a saturated 

HOO mn ITT l° r iT ,C J ayer W3S dri6d and * he S0 ' Vent rem0ved under reduced P res ^re. Hexane 
(100 ml) was then added to the residue and the resulting mixture was allowed to digest overnight The 
resultmg precp.tate was filtered, washed with hexane and dried in a vacuum oven under a slow sSeam of 
n.trogen to g.ve 5.7 g of carbonothioic acid o,o-di-(6-methyl-2-pyridinyl) ester m.p. 155-156' C 

Anal. Calcd for C,3H, 2 N 2 0 2 S: C. 59.98; H, 4.65; N, 10.76; S, 12.32. Found: C. 59.65; H, 4.59; N. 10.75- 



75 



Example 31 

alpha-Methyl-omega-[2-[[(6>methyN 2-pyridinyloxv) 
ethanediyl) SRU 225 " " 



thiocarbonyqamino]ethoxy]poly(oxy-1,2- 



20 



25 



30 



35 



40 



A solution of 1 g of alpha-methoxy<>mega-(2-aminoethyI) poly(oxy-1 ,2-ethanediyl) SRU 225 (as pre- 
pared m Example 1c) and 52.7 mg of carbonothioic acid o.o-di(6-methyl-2-pyridinyl)ester (Example 30> 
undT h'° !f ml ° f CH2Cl2 ^ ° Vemi9ht at r °° m tem P erature Py The solvent ^s7l2 

washed T reS 'T tritUrat6d di6thyl ether " The preci P itate was and 
mtrnn Tn , IT*"* was then ^solved in 5 ml of warm glyme and filtered through a 0.75 
micron M.Iirpore filter The solution was then allowed to stand at room temperature for 48 hr and the 
esul mg prec.prtate filtered. The product was then dried in a vacuum oven under an atmosphere of N 2 Z 

ethoxyjpoly- . 

9.2of^0.2i a !s, ^ 7 C,oH,4N2 ° 2S ( CH2C ^°)^^ 54.50; H, 9.09; N, 0.27; S, 0.32. Found: C. 54.38; H, 
Example 32 

Preparation rlL-1ra Conjugated to PEG by means of the reagent alp ha-Methyl-omega-re-r^-m^.. 
^- pyr l d l nylox y )thiocarbonyl]amin oJethoxy]poly( OXy .i,2 -ethanedivnj RUgg^ " W 

1 n I?n T3 e nt P rep f ed as Previously described in Example 31 was added to 5.0 mg of purified rIL-Ira in 

horouohlv m S °J Um H b ° rate - PH 9 0 " 3 m °' ar ratio of 20 moles r ^ent per mole r.L-lra. The solution was 
thoroughly m.xed and the react.cn mixture was allowed to proceed at room temperature for 60 minutes 

r, e r,Inf. r l * . UCtS T ere evaluated usin 9 the Procedure described in Example 6. Table XXI shows the 
percent of mod.f,cat,on of primary molecular weight species from the reaction mixture. 

TABLE XXI 



45 



50 



55 



Modification of rlL-1ra with the reagent described in Example 31 


Apparent Molecular Weight of rlL-1ra Protein (kD) 


% of Total Protein from Reaction 


19 (unmodified) 

35 

48 


30.0 
65.0 
5.0 



d L " 1 / a products from the reacti ° n fixture were purified using the method described in Example 6 
~ *H fr ° m the rea ° ti0n miXtUre were assayed in an r,L - 1 radioreceptor competition binding 

th? i un ^ Pr8Vi ° USly Examp ' e 6 - The r6SUltS are shown in Table These results show that 
Protein tas^^stre ' eSS ^ * " ** « *° « » 
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TABLE XXII 



Inhibition of [ 125 l] IL-1 binding by rlL-1ra conjugated with the reagent described in Example 31 



5 



Apparent Molecular Weight of rlL-1ra Protein (kD) ICso (ng/ml) 




19 (unmodified) 



10 



Example 33 



alpha-[2-K(2-Pyr»dinyloxy)carbonyn^^ 
75 [poly(oxy-1,2-ethanediyl) SRU 180 

A. Preparation of alpha>(2-Chloroethyl)-omega-(2-chloroethoxy)poly(oxy>1 ,2-ethanediyl) SRU 180 

From a slurry of 80 g MPEG (polyethylene glycol-molecular weight 8000) in 750 ml of toluene was 
20 distilled 200 ml of the solvent. To the refluxing solution was added dropwise 1.7 ml of dry pyridine and 4.7 
ml of thionyl chloride. After refluxing for twelve hours the reaction was allowed to stir overnight. Methylene 
chloride (50 ml) was then added and the resulting solution filtered through 60 g of basic alumina (Wolem 
Super 1). The column was then eluted with 500 ml of CH 2 Cl 2 . the organic layers combined, and the solvent 
removed under reduced pressure. The residue was then dissolved in 300 ml of CH 2 CI 2 and ether slowly 
25 added while the solvents are removed on a steam bath. This procedure is continued until a cloudy 
suspension develops. The resulting mixture is then stirred at room temperature for several hours and the 
product then filtered to give 73 g of alpha-(2-chloroethyl)-omega-(2-chloro-ethoxy)-poly(oxy-1,2-ethanediyl) 
SRU 180. 

Anal . Calcd for C 2 H4CI 2 (CH 2 CH 2 O)180: C, 54.16; H, 9.09; CI, 0.88. Found: C, 53.40; H, 8.81; CI, 0.93. 

30 

B. Preparation of alpha-(2-A2idoethyl)-omega-(2-a2idoethoxy)poly(oxy-1 < 2-ethanediyl) SRU 180 

A mixture of 72 g of alpha-(2-chloroethyl)-omega-(2-chloroethoxy)poly(oxy-1,2-ethanediyl) SRU 180, 25 
g sodium azide and 700 ml of dry DMF was stirred and heated at 125* C for 12 hours. The solvent was 

35 then removed under high vacuum and the residue dissolved in one liter of CH 2 CI 2 and filtered through 
Celite. The CH 2 CI 2 was then removed on a steam bath while diethyl ether was added to cause precipitation. 
The mixture was stirred overnight and then filtered. The precipitate was then dissolved in a minimum of 
glyme at 50 *C, slowly cooled and filtered. The product then dried in a vacuum oven under a stream of N 2 
to give 69 g of alpha-(2-azidoethyl)-omega-(2-azidoethoxy)-poly(oxy-1 ,2-ethanediyl) SRU 180. 

40 Anal. Calcd for C 2 H4N G (CH 2 CH 2 O)i 80 : C, 54.07; H, 9.08; N, 1.044. Found: C, 53.76; H, 9.28; N, 0.96. 

C. Preparation of alpha-(2-Aminoethyl)'Omega-(2-aminoethoxy)poly(oxy-1 ,2-ethanediyl) SRU 180 

A solution of 69 g of alpha-(2-azidoethyl)-omega-(2-azidoethoxy)poly(oxy-1 ,2-ethanediyl) SRU 180 and 
45 6.7 g (25.6 mmol) of triphenylphosphine dissolved in 200 ml of dry CH 2 CI 2 was stirred overnight under an 
atmosphere of argon. Water (2 ml) was added and the mixture stirred an additional 12 hours. Most of 
methylene chloride was removed under vacuum and 400 ml of diethyl ether added. The precipitate was 
filtered, washed with ether and dissolved in 300 ml of warm (50 *C) glyme. The solution was allowed to 
stand at room temperature overnight and the resulting precipitate filtered, washed with 2x100 ml of glyme, 
50 2x100 ml of diethyl ether and dried in a vacuum oven under a stream of N 2 to give 66 g of alpha-(2- 
aminoethyl)-omega-(2-aminoethoxy)poly(oxy-1 ,2-ethanediyl) SRU 180 

Anal . Calcd for <^H 8 N 2 (CH 2 CH 2 0),8o: C. 54.42; H, 9.18; N, 0.35. Found: C, 53.85; H, 9.20; N. 0.43. 

D. alpha-[2-[[(2-Pyridinyloxy)carbony 
55 (oxy-1 ,2-ethanediyl) SRU 180 

From a solution of 1 g of alpha-(2-aminoethyl)-omega-(2 aminoethoxy)poly(oxy-1,2-ethanediyl) SRU 180 
dissolved in 40 ml of dry CH 2 CI 2 was distilled 15 ml of solvent. The solution was cooled to 0* C and 85 mg 
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(6.39 mmol) of di-2-pyridyl carbonate added. The mixture was then stirred at O'C for 4 hr and the *oi„ 0 „, 
Anal. Cafcd for C,.H,.N.O.(CH,CH,0)„o: C. 54.57; H. 8.99; N. 0.68. Found; C. 54.32; H. 8.79; N. 



10 



0.77 
Example 34 



75 

A. Preparation of alpha-(2-Chl oroethyl)-om ega .(2-chloro e thoxy)-polv(oxy-1,2-eth a n e diyl) SRU 452 

convtCtoX^.?^ in 33A ' P o| y eth y ,ene molecular weight 20.000 was 

converted to alpha-(2-chloroethyl)-omega- 2-chloroethoxy)-poly(oxy-1 2-ethanedivh SRU 
» Anal. Ca,cd for C 2 H.C. a (CH a CH 2 0)45 2 : C. 54.38; H, 9.^3; CI, 0.35. SS^sSb; H 9.23; C. 0.40. 

B. Preparation of alpha-(2-Azidoethyl)- omega-(2-a Z idoethoxy) - poly(oxy.l,2-ethanediyl) SRU 452 

2S 1 zZZiTtm tir'T EX T P J 6 33B ' alpha -( 2 - ch,oroeth y')-omega-(2-ch«oroethoxy)-poiy(oxy- 

Anal. Calcd for C 2 H.N 6 (CH 2 CH 2 0)< 52 : C, 54.35; H. 9.12; N, 0.42. Found; C. 54.38; H. 9.30; N, 0.47. 
30 C - Preparation of alpha-(2-Aminoethyl)- ornega-(2-arninoetho X y)p 0 |y( 0 x y .l,2-ethanediyl) SRU 452 

ethaned!y» pr ° R e J dur ^ d ? escribed in ^P'* 33C, alpha^-azidoethyD-omega^-azidoethoxyhpolyfoxy-l 2- 
Anal. Caicd for C 2 H 8 N 2 (CH 2 CH 2 0) 452 ; C. 54.49; H, 9.t7; N, 0.14. Found; C. 54.44; H, 9.19; N. 0.15. 

40 ethanedM) 'swZ^lT** 33 °' a, P ha -( 2 - aminoe «hy»)-omega-(2-aminoethoxy)poly(oxy-1 2- 

o 33 Anal. Calcd for CuH 14 N,0,(CH 2 CH 2 0)« 2 : C. 54.56; H, 9.08; N, 0.28. Found: C. 54.33; H. 9.13; N, 
^5 Example 35 

50 

solufon was thoroughly mixed at room temperature for 60 minutes The 
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Example 33 



Apparent Molecular Weight of rlL-1ra Protein (kD) 


% of Total Protein from Reaction 


! 19 (unmodified) 
55 
75 


50.0 
35.0 
15.0 



Example 36 

Bis-(3-Methyl-2-pyridyl)carbonate 

A solution of 4.6 g (42 mmol) of 3-methyl-2-hydroxypyridine and 6 ml of triethylamine dissolved in 20 
ml of CH2CI2 was added dropwise at 0'C to a solution of 50 ml of CH 2 CI 2 and 11 ml of phosgene in 
toluene (1.93 molar). The mixture was stirred at 0°C for 2 hr. and then at room temperature of 2 hr. The 
reaction mixture was then washed with a saturated NaHCC>3 solution followed by a saturated NaCI solution 
and then dried (Na2S04). The solvent was removed under reduced pressure and the residue crystallized 
from EtOAc/hexane to give 3 g of bis-(3-methyl-2-pyridyl) carbonate m.p. 110-11 2 *C. 

Anal . Calcd for C13H12N2O3: C, 63.93; H, 4.95; N, 11.47. Found: C, 63.78; H, 4.86; N, 11.23. 

Example 37 

alpha-Methyl-omega-[2>[[(3-methyl-2-pyridinyloxy) carbonyqamfno]ethoxy]poly(oxy-1,2-ethane-diyl) 
SRU 225 

From a solution of 1 g of alpha-methoxy-omega-(2-aminoethyl)poly(oxy-1,2-ethanediyl) SRU 225 dis- 
solved in 25 ml of CH2CI2 was distilled 10 ml of solvent. To the solution was then added 49.2 mg (0.2 
mmol) of bis-(3-methyl-2-pyridyl)carbonate and the resulting mixture stirred overnight under an atmosphere 
of argon. The solvent was then removed under reduced pressure and 80 ml of diethyl ether added to the 
residue. The solid was filtered, washed with ether and then dissolved in 10 ml CH2CI2. Ether was then 
slowly added while boiling ofi the solvent until the solution becomes turbid. The mixture was then allowed to 
stand for 18 hr. at room temperature and the resulting precipitate filtered. The solid was then dissolved in 8 
ml of warm glyme and allowed to sit at room temperature for an additional 18 hr. The product was then 
filtered and dried in a vacuum oven under an atmosphere of nitrogen to give 0.6 g of alpha-methyl-omega- 
[2-[[(3-methyl-2-pyridinyloxy)carbonyl]amino]ethoxy]poly(oxy-1 ,2-ethanediy I) SRU 225. 

Anal. Calcd for CioH^NzOatCHzCHzO^s: C, 54.59; H, 9.09; N, 0.28. Found: C, 55.64; H, 9.14; N, 
0.22: 

Example 38 

Preparation rlL-1ra Conjugated to PEG by means of the reagent alpha-Methyl-omega-[2-[[(3-methyl- 
2- pyridinyioxy)carbonyl]amino3ethoxy3poly(oxy-1,2 - ethanediyl) SRU 225 

The reagent prepared as previously described in Example 37 was added to 5.0 mg of purified rlL-1ra in 
1.0 ml 0.1 M sodium borate, pH 9.0 in a molar ratio of 2.0 moles reagent per mole rlL-1ra. The solution was 
thoroughly mixed and the reaction was allowed to proceed at room temperature for 60 minutes. 

The rlL-1ra products were evaluated using the procedure described in Example 6. Table XXIV shows 
the percent of modification of primary molecular weight species from the reaction mixture. 
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TABLE XXIV 



10 



15 



Modification of rll_-1ra with the reagent described in Example 37 


Apparent Molecular Weight of rlL-1ra Protein (kD) 


% of Total Protein from Reaction 


19 (unmodified) 

35 

45 


45.0 
43.0 
12.0 



from thp? M P ? i r ° m reaCti ° n miXture Were purified as Ascribed in Example 6. Purified fractions 
ExTmnt Th 0 " m 'T e ^ 3SSayed 3n r "- 1 radi °^eptor competition binding assay as described in 

.L-lXfnJbitinn^ 1 h are H Sh TJ n Tab ' e ^ The 35 k ° Pr ° tein Was 4 - fold 'ess active than rmod'td 
IL-1 ra for .nh.b.t.ng IL-1 binding. The 45 kD protein was 30-fold less active. 

TABLE XXV 



20 



Inhibition of r*] IL-1 binding by rlL-1ra conjugated with the reagent described in Examole 35 " 


Apparent Molecular Weight of rlL-1ra Protein (kD) 


ICso (ng/ml) 


19 (unmodified) 

35 

45 


1.0 
4.0 
30.0 



Claims 

1. A physiologically active conjugate of a protein of the formula 



C 
II 

R 3 



-protein 



m 



t^T^'^Zt^ T " "°" " - NH - ; IS " N ' R " ' S °' -« <* '» «** or cycloalkyh m 

^siTco^x^r a w " tot 0,6 ~*~ has • — " ^™ - ' he 

with the proviso that when R 2 is -0-, R 3 is other than = N-R*; 

that when R 2 is -O- and R 3 is =0 the protein is interferon-alpha. interleukin-1 or interleukin-1ra and 
albumin 6 " * * "°" "* " =S *" * n0t anti9en E from ra 9 weed P°» en » bovine p,asma 

2. A protein conjugate of claim 1 wherein m and n are selected in a way that the molecular weiaht of th« 
pegylation residue(s) per protein molecule is from 300 to 30,000 daltons. mo,ecular we, 9 ht of »» 

3. A protein conjugate of claim 1 or claim 2 wherein m is 1 or 2. 

4. A protein conjugate of any one of claims 1-3 of the formula 
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H H 

N N-[- protein 
R^CC^CHsO) -CHgCH/^ ^ 



NR 



I-A 



m 



70 



wherein R\ R*. m, n and the protein are as in claim 1. 
5. A protein conjugate of any one of claims 1-3 of the formula 



15 



20 



F? -0(CH 2 CH 2 0) -CH 2 CH 2 -O v > N — P rotem 



Y 



I-B 



m 



25 



wherein R\ m, n and the protein are as in claim 1. 
6. A protein conjugate of any one of claims 1-3 of the formula 



30 



35 



II 

O 



wherein R 1 , m, n and the protein are as in claim 1. 
7. A protein conjugate of any one of claims 1-3 of the formula 



H 

^NHf-protein 



I-C 



m 



40 



45 



N 



R 1 -0-(CH 2 CH 2 0) -CH 2 CH 2 // ' C 

I 



-protein 



I-D 



m 



so wherein R\ m, n and the protein are as in claim 1. 

8. A protein conjugate of any one of claims 1-3 of the formula 



55 



40 



EP 0 510 356 A1 



R 1 -0-(CH 2 CH 2 0) -CH 2 CH{ N / 



NH — protein 



C 

II 

O 



I-E 



m 



10 wherein R', m. n and the protein are as in claim 1. 

9. A protein conjugate according to any one of claims 1-8 wherein R< is CH 3 . 
^ 10. A protein conjugate according to any one of claims 1-9 wherein the protein is interleukin-1. 

11, A protein conjugate according to any one of claims 1-9 wherein the protein is interleukin-1 ra. 

12. A protein conjugate according to any one of claims 1-9 wherein the protein is interferon-alpha. 
» 13. A protein conjugate according to any one of claims 1-9 wherein the protein is interleukin-2. 

14. The protein conjugate of claim 1 of the formula 



25 



H 



N NH— interferon-alpha 
H 3 C-0(CH 2 CH 2 0k-CH 2 CH/ X C X 



30 



35 



wherein n is about 112. 
15. The protein conjugate of claim 1 of the formula 



II 

O 



O NH — interferon-alpha 
H 3 C-0-(CH 2 CH 2 O) -CH 2 CH^ N c / 



40 



II 

O 



wherein h is about 112. 
45 16. The protein conjugate according to claim 12 or claim 13 wherein the 

17. A compound selected from the group consisting of 



interferon-alpha is interferon-alpha 



50 



XI " A R'OCCBjCH^ CH 2 CH 2 -N= C = N-R 4 



55 



n-B r'oc^chp). ch 2 ch 2 — o - c - 



II 

s 
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y-NH — C — O— k.J 



n-C R^CHjCHjOXr ch 2 ch 2 - ™ w ^- N . 

5 II 

o 

H-D R 1 0(CH 2 CH 2 0) n -CH2-CH2— N =C=S 

H-E R 1 0(CH 2 CH 2 0) n -CH 2 CH 2 — NH — C — O — C^X^ 

s 

H-F R^CHjCHzOVCHzCHj-O — C— O J* N J) 

S 

20 

II- G R CXC^CH^COff- CH 2 CH 2 — O— C— O — J> 

25 

wherein R 1 is lower alkyl, R 4 is lower alkyl or cycloalkyl, R 5 is lower alkyl or H and n is any integer of 
from 1 to 1000. 

so 18. A compound of claim 17 wherein R 4 is cyclohexyl. 

19. A compound of claim 17 wherein R 5 is H. 

20. A compound of claim 17 wherein R 5 is CH 3 - 

35 

21. A compound according to any one of claims 17-20 wherein R 1 is CH 3 . 

22. A compound with the formula 

R 1 CKCH 2 CH 2 0) n CH 2 CH r -NH — C — O — 

O 



45 



wherein R 1 is CH 3 and n is about 112. 

23. Protein conjugates in accordance with any one of claims 1-16 for use as therapeutically active 
50 compounds in the treatment or prophylaxis of illnesses. 

24. Process for the preparation of a protein conjugate claimed in any one of claims 1-16, which process 
comprises reacting a compound claimed in claim 17 with a free amino group of a protein or a salt 
thereof and isolating the protein conjugate from the reaction mixture. 

55 

25. Pharmaceutical compositions comprising a protein conjugate as claimed in any one of claims 1-16 and 
a therapeutically inert carrier. 



42 
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26. Pharmaceutical compositions for the treatment or prophylaxis of immunomodulatory disorders such as 
neoplastic diseases or infectious diseases comprising a protein conjugate as claimed in any one of 
claims 1-16 and a therapeutically inert carrier. 

5 27. The use of the protein conjugates according to any one of claims 1-16 in the treatment or prophylaxis 
of illnesses of others than human beings. 

2a The use of the protein conjugates according to any one of claims 1-16 for the manufacture of 
medicaments for use in the treatment or prophylaxis of illnesses. 



10 



Claims for the following Contracting States : GR, ES 

1. A process for the preparation of a physiologically active conjugate of a protein of the formula 



15 



20 



C 
II 



NHT-protein 



m 



25 



30 



35 



wherein R 1 is lower aikyl; R 2 is -O- or -NH-; R 3 is =N-FU, =S or =0; R 4 is lower alkyl or cycloalkyl; m 
and n are selected from integers £ 1 in a way that the conjugate has at least a portion of the biological 
activity of the non conjugated protein; 

with the proviso that when R 2 is -O t R 3 is other than =N-R*; 

that when R 2 is -O- and R 3 is =0 the protein is interferon-alpha, interleukin-1 or interleukin-1ra and 

that when R 2 is -O- and R 3 is =S the protein is not antigen E from ragweed pollen or bovine plasma 
albumin; 

wich process comprises reacting one of the activated compounds of the general formulae 

II-A R l O(CR 2 CH 2 0) n - CH 2 CH 2 -N= C = N — R 4 



40 



45 



SO 



n-B R l O(CH 2 CH 2 0)f- CH 2 CH 2 — o — c — : 




II-C R^d^CI^O)- CH 2 CH 2 -NH — C 

0 

II-D R 1 0(CH 2 CH 2 0) n -CH 2 -CH 2 — N = C=S 



-oXi 



55 
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n-E R l O(CH 2 CH 2 O^CR 2 CR 2 -m — C-O — ^ 

s 




II-F R l O(CH 2 CH 2 0)^CH 2 CH 2 -0 — C— O-J* 

S 




II- G ^CKCHiCH^V CH 2 CH 2 — O— C— O — U 




wherein R 1 f R 4 and R 5 are as defined above and n is any integer of from 1 to 1000, with a free amino 
group of a protein or a salt thereof and isolating the protein conjugate from the reaction mixture. 

A process as claimed in claim 1 wherein m and n are selected in a way that the molecular weight of 
the pegylation residue(s) per protein molecule is from 300 to 30,000 daltons. 

A process according to claim 1 or claim 2 wherein m is 1 or 2. 

A process of any one of claims 1-3 for the preparation of a protein conjugate of the formula 




H H 

N protein 



I-A 



m 



wherein R\ R\ m, n and the protein are as in claim 1. 



A process of any one of claims 1-3 for the preparation of a protein conjugate of the formula 




I-B 



wherein R\ m, n and the protein are as in claim 1. 



A process of any one of claims 1-3 for the preparation of a protein conjugate of the formula 
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H 

N NH 

tf-0(CH 2 CH 2 0k-CH 2 CH ; f c 

II 
O 



• -protein 



I-C 



m 



10 wherein R\ m , n and the protein are as in claim 1. 

7. A process of any one of Cairns ,-3 for the preparation of a protein conjugate of the formula 



15 



20 



N 



R ] <>(CH 2 CH 2 0) -c^ch/' n c / 

! 



-protein 



I-D 



m 



wherein R\ m, n and the protein are as in claim 1. 
* 8. A process of any one of claims 1-3 for the preparation of a protein conjugate of the formula 



30 



35 



tf-O-fC^CH^Cr^CH. 



.0^ ^NH-— protein 

z C 



II 

0 



IE 



m 



wherein R', m, n and the protein are as in claim 1. 
9. A process according to any one of claims 1-8 wherein R' is CH 3 
40 10. A process according to any one of claims 1-9 wherein the protein is inter.eukin-1 . 

11. A process according to any one of claims 1-9 wherein the protein is interleukin-1 ra. 
^ 12. A process according to any one of claims 1-9 wherein the protein is interferon-a. P ha. 
1a A process according to any one of claims 1-9 wherein the protein is interleukin-2. 
14. A process of claim 1 for the preparation of a protein conjugate of the formula 



so 



H 
N 



55 



h 3 c-o(ch 2 ch 2 ol-ch 2 ch/' x c' 

II 

o 



NH — interferon-alpha 



wherein n is about 112. 
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15. A process of claim 1 for the preparation of a protein conjugate of the formula 

O NH— interferon-alpha 
H 3 C-0-(CH 2 CH 2 0) -CH 2 CH/^ N of 

II 

O 

70 

wherein n is about 112. 

16. A process according to claim 12 or claim 13 wherein the interferon-alpha is interferon-alpha A. 

?5 17. A process for the manufacture of a pharn.aceutical composition which process comprises, bringing one 
or more protein conjugates of the formula 1 defined in any one of claims 1-16 and, if desired, one or 
more other therapeutically valuable substances into a suitable galenical dosage form. 

18. Pharmaceutical compositions comprising a protein conjugate as claimed in any one of claims 1-16 and 
20 a therapeutically inert carrier. 

19. Pharmaceutical compositions for the treatment or prophylaxis of immunomodulatory disorders such as 
neoplastic diseases or infectious diseases comprising a protein conjugate as claimed in any one of 
claims 1-16 and a therapeutically inert carrier. 

25 

20. The use of the protein conjugates according to any one of claims 1-16 in the treatment or prophylaxis 
of illnesses of others- than human beings. 

21. The use of the protein conjugates according to any one of claims 1-16 for the manufacture of 
30 medicaments for use in the treatment or prophylaxis of illnesses. 

22. A protein conjugate as claimed in any one of cla/ms 1-16 whenever prepared according to the process 
as claimed in claim 1 or by an obvious chemical equivalent thereof. 

35 23. The invention substantially as hereinbefore described especially with reference to the foregoing 
Examples. 

24. A compound selected from the group consisting of 

40 



50 
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10 



15 



20 



25 



IIA r'occ^chp). ch 2 ch 2 -n= c = n-r 4 

H-B R 1 0(CH 2 CH 2 0) n - CH 2 CH 2 — O - C -if^l 

n-C R 1 0(CH 2 CH 2 0) n - CH 2 CH 2 -NH — C-O -O 

II N 

O 

IID R 1 0(CH 2 CH 2 0) n -CH 2 -CH 2 -N = C =S 

H-E R 1 0(CH 2 CH 2 0) n -CH 2 CH 2 --ra — c ~o - C\ 

II ^"'N 

s 

II-F R 1 0(CH 2 CH 2 0) n -CH 2 CH 2 -0 - C-O -O 



30 



II N 

s 
o 



R 0( ^ CH 2CH 2 0) ir CH 2 CH 2 — O— C — O — 

o 

35 

wherein Ri is lower alkyl. R* is lower alkyl or cycloalkyl R 5 is lower alkvl orH.nHn- 

from 1 to 1000. y ' ower alkyl or H and n «s any integer of 

25. A compound of claim 24 wherein R 4 is cyclohexyl. 

26. A compound of claim 24 wherein R 5 is H. 

27. A compound of claim 24 wherein R 5 is CH 3 . 

45 2a A compound according to any one of claims 24-27 wherein FT is CH 3 . 
29. A compound with the formula 

R'oc^ch^^chj-nh — c -o - O 

II N 

o 

55 wherein R 1 is CH 3 and n is about 112. 
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